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(GH) Z&. 122 L R5F. MESEMMEET (SCF) S5k, @
FTNEREMEET (VEGF) &K, EERMREMEEF (EGF) SEK, #E
REET (NGF) B, HEEFMERMET (FGF) &K, m/IMREXK
WMET (PDGF) BEM, F5vRA74— v /BFMRT—8 (TGF—8)
TRE, anREERIERT (L 1 F) 5K, BREPRRERT (CNT
F) REE, &AvaxF¥FM (OSM) ZEABLUOMNo tch77IV—%
EHERRTE D LNTE D, | |

e, MIASFELTE, BIXIETAKLETAB 1A% 603, TAK

C1LTAB1iE. TGF—B0Us FMEERECHEER L. ~7 8 X1 v—5T

RTDZ LYy 7x ) —ErEEL. —BOV I TAEEGEET D, <D
BRI TR, = OMMENHT5TGF — B ORAKICERESHY . TGF— 8
LBV FABEEESNZY, TOKD, TAKLETABLERBTH &
KXV T rremiEL > 3uENEIEX. TAKL,/ TABLICEASLTTII=
A7y I AEBLTTGF — v/ FAeBET 5 e M TEB, £DL 5k
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%%@&T#meGF B 5L ﬁ@ﬁ%ﬁ@%ﬁ%ﬂ%bﬁétw AFEBIT
L0 F L BEOBREN R SRS, m@MMW\%@maur ARRELIETE |2 fE
BT HEERFE 2 FRESA=—BLUE 2 F /D P 1 ~F 0 ¥ 1 v —nif
BB, T5 LESTICH LT bABHOBERELT =% MERLHEL >

BHLOTHY, MITICEET 24 ORBORRICANDZ LN TES, %
. ARAOHREHEEZBVT, TH F—URBEICED S LS R B
#6MMWH%%%%L17:#XF¢5%%§L HEARA % 1013 B TS

CBIb BT T 1 F— S AR BT S - & BTE B,

MRS FICARA ORENE R S 28B4, MR SRR EREEZEH |
BT DFEL LT, #lAE, MRREARELHT237F F (FIAiE Pegelin
X Penetratin 72 &) M+ 23 - & (Martine vMazel etal., Doxorubicin-
peptide conjugates overcome multidrug resistance. Anti-Cancer Drugs 2001,
12;‘Dcrossi D. et al., The third helix of the antennapedia homeodomain
translocates through biological membranes, J. Biol. Chem. 1994, 269,
10444-10450.) 1T & Y ARAOKEHUEZMIAICEHIE ST 5 2 LTEETH B,

Wi, ARHAOT T=2 NEUEHREEZEDRS & LTEH T HEERMHIE, 5.
RIE. FECRE, MERE, ASREEBRZEOEBERD UTTFHICH A
b3, | | -

REWE R BEBHELY BAY Iv—it, FEFY Tw—THoTh, ~
FOF)Iv—ThHoTHENL, F1v—, F)w— FrIe— REDOV
THOF) Tv—=THoTh IV, FIRE, =Y RAuRTF U ZEE, brvR
REF L BAM, G—CSFREMK, SCFRAER EGFRAERZLEE, KT
ﬁ4v~%%mb\IL—6%§¢\LIF§EW\IL—11§$Wm«Tn
FA=—&WR L. 1 L—-2%FE, CNTFRFK, OSMEREEI~F 7 K
Vv—%BRTEIEBMONTNG,

’m%%@&%ﬁwm\%/yu—f»rwwm%ﬁanﬁvﬁm&zouiﬁ
UL%V@%%ZOHL BRREREOERE LT, FELiZ1o0
H%Vﬁﬁ&Ulo@LﬁVﬁﬁ&ﬁﬂ—KﬁFv@ﬁ%?*XmZOwHﬁv
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BB 2 O LBVERE S B R Y RITF e 50 ERTE D, HREHE

PRV T, HEB L OLEO VRIS, 1BEU LT I/ BH6REIATFE

Uyﬁ—%ﬁbfﬁ%énfwéwﬁﬂibwo:n&w&%ﬁWd\%)ﬁu
—FAREONEESREEE L, bLDE /7 o—F KL A—ORERE b
> THEIREAT 5, | |
ELB V ik |
AT BT, FEIC IR 5 FEV i i, MMAETE 4 F % o AR
ST PIARESE SEREREV/IARRCESTSEAR . AR
BEES L SMIAE E OB RM L, BoBEAFEEMLTAY Tw—ib,
B2 BT A LICL Y, MMV S FARGEELD 5. HilkOH$EV
HEHTH- T, MABY BIZE. R wUR Ty UV, BYY F
&) IR 5 HEVES X R HAVEROT S ) RESE—BEKELL
HEH VIR b AR KT B HB VIR AE Sham, & hE /) 7 a—F L
KHSVEBEOFRETTRE) 7 0 —FAHEOHEVEROCDREYED
EULHG VAT E LU, & bic, BB BHEER L CERLES, £k
MEDT I BEA LA 3 HEVERLEE LU, £/, AR 0 HH VS
ik, MIEEHSE VEIROBR Th > T, HUEREMLZRFET2HEEVEESIhD,
L | . _ ,
AR5 LEVERICE, MRETESTELEBRASF. fl B
B (BREEEIE 7 FMERCEET 2BAH) . FLAMRESES L
B EOREE ML, B oM FERELTAY Tv—{b, PIAE2 RIEL

TR LITEY, BRI I FTAEREELY B, MO LEVERTH - T,

BB BlxIE, £ R, wUR, Sy b, UU, BV FARY) KHRT
BL@VER IR LEVEROT 2/ BES 2 — S8R E L LEVERLA
RHICHIT 5 LEVIERICAE SN, b hE/ 7 n—FARELEVEERD
FRETYAT) 7 m—F MO LEVEROCDREETE ML LV E
BAEE LY, &bk, MRAEMEZERLTHERLES. b MikBERDT 3
JEBESIEET B LEVIERLAE L, £, AREO LHVERICE, #1R
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LEVEROBA Th o T, HFRAHERET 5ERLBE S5,
WSt EEL (CDR)

LERUHSOE VIR S B EHM L. LEROHS LOTERS
RO 5 B LBRORE SN 40T V— AT —2 & 3ADBATE RN

C MERESES (CDR) WX VEREENTNS (Kabat, B. A b fSequences of

. Proteins of Immunological Interest] US Dept. Health and Human Services,

1983),
%E4EO7V—A7~7ﬁﬁ(FR)@§<@%QMB—V—F$%%&D\
ZOWREIMOCDRIIA—THFH L. CDRIBBAICLY B—— MEED
N ETRT B L bH D, 3EOCDRIZF RICE > THREC MR
OB ICRIE S . £ LT 2RO 3 0 CD R & EICHRE A BT
DHERIHFET 2, o
:n&chRﬁﬁuyﬁankﬁW@vﬁﬁ®7i/Mmﬂ&%ﬂﬁwwv
BIMOBEHM T X /) BEY L EBET DI LICL > T, Kabat, E. A b,
[Sequences of Proteins of Immunological Interest) MIRERRID D R Z &
NTEB, | |
— G F v | |
—A$F viX, £/ 70— FAHEICHERET S, B LCHSAVEBEOLH
VEBR SR RIFROE/ v—ThD, BONBE—KEF viEbLDE /)
y B —FAYHEOTEES A EH L. MR EER 2 RET A0, bLOT
Jra—F AL R-ORREE b o THRICKS TS RFEL1-635
578). Sbic. ABFO—AGF vIcH T, HEEAEEES LG,/ EHI130
DRO—MELFEDT I/ BESIO—BERE BI2E. K& BRUIH
m FTHILELNRTES, ABAO—FHEF v ERRTIHAVERR T LEVHE

I ER L b0 THY, HEVESRE LEVEBEEET) o h—. FEL

CIERFF KR ‘/73*-’5_4? LCERBTAIENTE, ZORRLE LTIE [HEHV
] — [L#VEER]. [LHEVER] — [HEVESR] ovFhTtodn, &

BHEIBNTIE. CHb—AEE viEFA v —. FY =T k5w — 2R
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S8, ARHOULEHIELTHZENTE S,
— AT ik

AFHO 2 DL EOHHEVERR U2 oL LD LEVES. FEL3Ex 2
~4, FICHE L I3E 2 2 08— FREHEREE, B0k 52200 E0D
HEE Ve LEVERE ThENEHT S, ZORYXTF FCBOTEEE
. B AR BRI D S R, BB E v O F A < — i
Bt B SR LB 5 L O RESEALERBH Y, FAE

[HEVES] — [LeVER] — [HEVER] — [LvEs]
Xk | |

[L#EVER] — [HSVEER] — [LEVER) — [HE VR
DIEFCAERARE SN, Zh 5O Vb — 5 L Tl S5,
J v h— | | .

RFEFRNT, HEVIESE LEVESE 28E-T5) o r—E LT, &
BFLFCLIVEALBRZEREORTF FY vh—, XiZARICEWMY v b —,
5l 21X, Protein Engineering, 9(3), 299-305, 1996 IZBERENB IV H—%
WBZENRTED, ZNLDOY v H—RA—SFHNTRALIRAZ>THNTE L
Vo RIFRY U H—RFETEHE. L0V L H—OFE LTI

Ser

Gly-Ser

Gly-Gly-+Ser

Ser-Gly-Gly

Gly Gly-Gly+-Ser
Ser-Gly-Gly-Gly
G1y°Gly-Gly-G]y-Ser
Ser-Gly+*Gly-Gly-Gly

Gly Gly Gly-Gly -Gly-Ser
Ser»'Gly'Gly'Gly'Gly-G]y

Gly Gly-Gly-Gly-Gly-Gly-Ser
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' Ser-Gly-Gly-Gly-Gly Gly-Gly
(Gly?Gly-Gly-Gly-Senn
(Ser*Gly:Gly+Gly--Gly)n :

[niZ 1 U EOBRTHA] BB LATES, FELVY L H—_TF K

DERIFRELRIZRECL - TRLREDS, —F$EHF vICBWTITEF 1~2

07 I/ ETHBEDORFE LV, 2 P EOHEVEERR Y 2 58 Lo L& VE

@%aﬂ~$%&*ﬁ¢kkwfm:[H%Vﬁﬁ]—[L%Vﬁﬁ]Cﬂi[L
BVEER] — [HSVER]) 5672 5FA— ORRHEAMIETRTS bORLE
BT DEOONTF R H—DORSFI1I~307I /8, FELIFT1~2
OT7 I /B, SLIHFELLIZI3~187I/8THD, £/, [HEVHER] —
[LSAVER] (Rid [LHEVER] — [HEVER]) »522RA—DRER’EE
WAL ZHR LAV ORL 2 ERETIAHDORTF FY U H—DESIT1~40
7B FELE3~307 3B ébwﬁib<ms~207i/@ﬁ'
DD, INEDY rA—FBATDHIEIAREAOUL itkE=2—FT5DNA
DEFTHEOBRA IV TR ~R3B,

AFERICIBIT BILES ﬁ%)/w—(M%%ﬁm)u R7F FORBIER

BB TOWAEEHE, flXiEN—t Faxvxsv 43 F (NHS)

VR VUAIVNVASNL— | (DS S), az(XW$xyvy4iVﬂ)x&
L—hk (BS?, YFAER (RAZ U AIVLVTFaEdx—F) (DSP), ¥

FAER (AVKRAI YA IPNVTOELFFR— ) (DTSSP), =F Loy

UzéwEx(xﬂvy4i9wz&y%—M(EG&§1%VV793~»

Ex(zwmzﬁvy4£9w17V$—+J(zwm—EGSL~9x79y4

IUMBEEE (DST), YALKRAY v od S UMEREE (AAK—DS

T). EX [2— (RZVUAI RFFVANRZAFFY) ZFA] ANKRy

(BSOCOEm‘Ex[z—(xwﬁzﬁvy4iFﬁ%Vﬂwﬁiwi%

V) TFN] ANERY (RVE—BSOCOES) #ETHY . ThbDLRIFH

EMRENTVD, Ek, (LEEFRYY v I —OR SIZ, LROXTF P v D

DR ESICHEYTIRITHIDONMEE LV,
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%K\fﬁ%Fv®ﬁ47~%%&éﬁé%%\ﬁi%@?%ééht~$%
T ) v —FEHEOREP T, 20%ULE, FELLIIS50%UL, E6IHFE
LS8 O%LIE, BEFELLIZI0O%UEF A ~w— (kT BDIELEY v F
—FBIRT B ERFELL, BEMICIZ2~1 27 I /8, LVHFELLIZS
~107 I /B FRBINTRETIMOY o H—BHFE LY,

SE DR | -

B, MERESTICRRNCRET DB LR T ) J u—F
MEEBROHSEVERE LEVRIKE 2aR0 ) v —%20 LTHEET D2 L
ZEvBEohd, —A#HF voflé LT, MABL —1%itk,. MABL — 2%k
T 5 HEVERE LAVERZATALDOEMABL 1 —s o F v, MA
BL2-scFvidad, 2 00HEVEERY2O0LEVEEEE—&H
RY~FF FOBE LTI, BIRT /7 0—FURARROHEVESE LIV

ﬁﬁﬁﬁ%ﬁ‘?’é%@éMABL 1—-sc(Fv),y, MABL2—sc(Fv),&75,.

:hBﬁUNfikéﬁﬁféwﬁtv\ﬁﬂu&ffFﬁﬁwﬁﬁﬁézt
AFET 3HAIE. TON—KRBIZL I FARTF REAMT B ENTES,
Fie, BARYRXTF FOPHEHRBUEDLDIZ, R 27F PRIV TER
THHLMOES], PIXIEF LAGERINZ EE2BATS emrééogo%A
HF LAGHEEANTY A v—HREEET & bTE D,

FEAOYEZLEMT ZDITE, ZhEa—RFTADNA, BIb—AKHEHF v

:~LT6DNAxmﬁ%m—¢%f)«7%b&:~k?6DNA&%5z
EAbHD, THHODNAKR, FIXHEMABL1—scFyv, MABLZ—sp

‘FviMABL1—-5sc(Fv),R/RIIMABL 2—s c(Fv),DHRILIZ

HIERF v B3O HEVEHRE 'L & VRS % = — F+3DNAZANT, Xiko

 NBODNAZSHL L, £ ORFINOTLOT S/ BEFIEZ = — KT HDNA
 HaE. %Gﬁ%%ﬁmT6774v—ﬁ%ﬁwéfJf7—€@%&r(PC

R) BICE VHIIET 52 LTk VBB LNTE B,
ZVEBIZOWT, 72/ BERIO—MBEELXFTET HBEITIE. PCREY
FWVAAHDFIEIC L > T 1L IHBEOT I/ BEMNKESNE, BB bLL L



10

15

20

25

WO 02/33073 ' , : . PCT/JP01/09260

17

ﬁ@@?i/@ﬁk%\ﬁ@bL<mHMént?i/&Eﬂ%ﬁT5vﬁﬁ&
BB LRTED, BEOHEICH LT+ EERSH SREHB L ERNT 5
®IZ, PCREEZAVDAMOFTIEIC L > THIEE VRO T L/ BESIO—HE

V_&%?é:kﬁ%ibmo

PCRIZAWATIA~—%RETHICHEY . TEDE/ 7 u—FFitkH

 ROHBERULEDZA s LTG0 R 5 NENH D, MABL -

1fifk. MABL— 25fk0H&. MABL— LHHIE x MLGRK Y LEOH
@rHL, MABL— 25t x ML ERU Y2 a OHSEHT5 - L5 6
M oTWE (EEEL 1 —63557%8), AMIEMABL— LHGRY/ X
MABL— 2H{KOHBE VEBRE LB VIEEEZ = — F+2DNA%PCRE%
FIVCHEYT B 112, Jones, S. T. b. Bio/Technology, 9, 88-89, 1991 IZFi
SNTVBTSA~v—%5BNBZERTES,

®iZ, PCRIEXZAVTMABL — 1HUERUMABL — 2510 LE VR
RHIET B, 5 KA ) IXIVAF KT TAv—RO3 —KipA ) =
RIVAFRTFA2—% ERD LD ICRET D, FHRICLT, MABL— 1%L

SO HEVEIRR UMA B L — 2 Bib o HEE VS ORIBD . £nEns5’ —

KT T4 v— RS — KT T A v — R RET B, |
ZOBlE LTEREFRICBV T, 5 —KBT 54 = —3Z 0 5" —REAHFIC
FIREERH i n £ 1 OINFEM R BT 2EFIGANTCEEH L, £LT3 =K
TS A I DS — R HIREER Xm a 1 SIS ERET 52 L
+F FRFICCCGGGEEHTHbOEEAL TV A, T b ORIIRERYIN
%&@W%ﬁﬁ%ﬂ*F?éﬁ%@DNA%H%&Ub:V7N95—K#7¢
B—= ST A EDICB bARY . MOMBERISITLEY,
BIZREFENIEPCRTFA~v—% BT, MABL— 1, MABL—2#ifk

OB VEREZI— K75 cDNAZZTALDS5 — RO’ —RIMICH O TEY A

HMERNZEALT, TRUHLHRBENRS F—CEFBHITHB/ASND LHic, Bo%
nBﬁﬁ%ﬁN?ﬁ~¢TﬁﬂK%%T6I5KLt(Wiﬁ\ﬁ%%TdKo

2 a kKEFIOEAIL XV BRIES EFHLH>CIRIATVS), KiZ, Zhb
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DFF A7 HBOTPCRICL D MIELTARMABL— 1, MABL— 24
RO VIESE . FIEOL CHEEiETTIEETHHEFRR~Y F— (WO

92—197598M) KWALL, Zu— k&N DNADEIIREIIEE
DEE, BlxiE. BEBIDNAY—2 =% — (Applied Biosystems Zhf) i
TITH ZLBTEB, | |
$%%®&%ﬁ¢ﬁﬁwr\Dyw—\mzﬁ&7%Fuyﬁ%m&®;5m'
AT B ENTED, AL, LROHSEVERRCLEVERORDDOTTA
~— & — RN I EE L. oY A —ON— R E 213 C —Kilg =
—FTB3EP9C754~—%BE L. ThEAVWTPCRETIZLEICK-TH -
LT L BESIE L URSEETBRTF KU U h—%3— KT BDNARSE
RTBILNTES, £LT, MDNA#N LCHEVERR LS VERED
— FT3DNARBRETIE, FIBORTF R vh—5ET 2ERHOBEH
hEo— ¥ BDNAZBBC LMTE B, Sbic. 1 o0WEHAEa— FT
ZDNARBBIENTENE, MIEDNAZSHFRICLT, ELTHE DY VY
—BDT7 54— %R L. ZNEBVTP CREERTIIZ, FEORTF K
VU h— R ETARERBTY L — 2 S RV EEHEE = — FT3DNA
RERIBHILBTES,

¥, ARBUICHT HUEHEOSEVIRRIT. IEROEH (B2, Sato, K
5. Cancer Res., 53, 1-6 (1993) 2BMRDOI &) ZHVHI &ITL»T, b M
6T 52 LBTETHY ., Fe—BE MULSh SR VERE 2~ FT3DN
ABEBE AL, b ME{E—ABE v, b NEE—ASE vITH, £ MR{E
JrE—FALkE BV MEE ) 7 o —F AN, BECRoTE
BT B ERTETH B, &biC, YVERHE, ThEOVEROT I /B

BRSO —BERET ST & bEETH B,

S50, BEFIRCHG 2BAREKEANT RO~y RBRROHSE VEE
RULSVESRE 2 — F45DNALFEIZ, b ST 2MOMLBE
RODNA, Flxidt MKBEROBHVEEEZ 2 — FT3DNAXES Z Lo
T&5, BONEDNAZAVT, OWAIY. Hict MKBEROHSVE
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SR L VA, b FERO—AKEF v RO, BNCE FEEDOE )
Ju—F VREROE DR A 2185 - LRTE B, o
 RBH OIS, “EERY (bi-specific) HEHETHHBE, LMD
ﬁ&(ﬁzm\m%wwq%ﬁﬁuﬁﬁwﬁ&)Kib%&f%:kﬁv%éo'
BED XS, BEIE T AREHEOSHEVES, £ NELSREREOEHEV

MRS FYADNAXERS L, TROASETARE~S F—. RO
vﬁ%ﬁ&9&—m;b%gﬁﬁéhtﬁiéﬁﬁﬂﬁofﬁélkﬁ?%éoi

7o, BB THEEREEL, BA LLEMR—AHF v. BHRE FMK—
AHEF v, b bEUYLE /7 o—FRERCE NUYLE 7 7 o—F A BHER A,
HARPA ST IR 2 6 4 \%ﬁ:bi’@—‘kifF‘ﬁgTé LRTEDZ, ZOBE. BE
DEAETEV LN ANEE - BFE, PIXIEEEs o T 74—, B
B, N, BIELEERR, AAET, ARFOUERKE S - BT 5
ERTEDR, TNOIKRESNS bOTHARY, .
BR—AHF v ZBHIE, Flzid. COS 7/, CHOME&&@@%
BRI, 3 L<XCHOMMTELT 256 . T CRBMR— AR
FviEASED L, HHBCHRLEE—AHEF v 0¥ A v — 2 REANCHIL
ETEU BT 52 ENTES, EbI, TOXIIRLTRRERLES 1<
. BEIB, BELTHYA~—DRETRET 52 L8 TE 5, ZOHAIAN
B LHNTE BEMFEHIT, BEEIRE S L BOEBECHANLATHNS
BT HIEV I B DT L <, BICRE SN D bOTIEAL,
RREROUEHREOMED T HIERORER. FIx LEEMI, Fl2 T8
. T S NIRRT, BURREIE . R OB, I 0N
AR, B ISR, SRR S  RT B D LTRSS, FEL
i ARPOUEFAILEAEME. FIECOS 7HIXIECHOMEH T

- ERIhD,

;ngo%A %%ﬁm@rw%ﬁwtbkﬁm&ﬁﬁwfm%—5—&mw
Z)-_;‘:ﬁ>'C‘é" B PlzxiE. B b %A b AT YAV R (Human cytomegalo-

yirus : HCMV) B (immediate early) 7o ®—# —%EATADMNEFE L
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woHCMV7u%—&—%€E¢5%ﬁNﬁ&~®mnm\HCMV—VH—

HCyl. HCMV—VL—HCKZThoT. PSV2ne olcRTEF5 2

I FR7 5— (BBARBASW0O92 /1975 98RK) Magshs,

e, TOMIE, AFEHODITENS Z LOTE ZHABWAKIC KT 58
EFRROFaT—F— L LTHEL ha o AR, RYF—vIf AR, 77/
74WZ\ViTV74WX4O(SV4O)&E®?4W27ﬁ%~5*@E‘
b HYRFFRFz—r - zar S —var 772 —1a (HEF—14d)
2 E OEHEMMIRR RO Y nE— s —F B Ly, FIZiESV400T
T—F—ERTHHEIE, Mulligan, R. C. 5DHFHE (Nature, 277, 108-114,
(1979)), %7, HEF —la 70 ®—¥—#EMA T 5541, Mizushima, S. &
DFE (Nucleic Acids Research, 18, 5322, (1990)) (ZHE X IEESICEWT 3
ZERTEB, . |

HBER (or i) ELTH. SVAO. RUA—2DALRA, TF/ AN
AL FRAEO—= A AR (BPV) EOBKDo 1 i ZANWSZEMNTE, &
BRI ¥ — [ HRRe— 7 — & LT, hAKFF VA7 5—FAPH (3
) I1HBWEI (neo) WEF. FIVrxF—¥ (TK) &EF. KBE
XY UFL—IT=2URARIBYN LT RT75—F (Ecogp t) #f
¥, Vb FREBMETME (DHFR) SETSEELC LATE 5,

LD LSRR LAREREORFREEEIL, 794 4A L) 7 A (R
IA), BEREUREMEGENESL (EL1SA) $elBm7 S Xt 0% O
MOFETHETHZ LATES, Eh, TOE /2 B—FAHHEOBARERE

EIRIEIC LT, BERICREE ) 2 0 — A RBOE ORF~OREKFNEE

EROEERIEEC LCHMET 5 2 L A TX 5,
M, ARAOYUEHAEE 3 — FT3DNARBET3RE~S ¥ — Tl

 HERH LB, BIFCOS THIMXIZCHOMS Z 3% L, ATkl

EAIR O/ RITZ DR LI, UE T 60 bR LB R E AV THE
~OFEEERET D, ML LTRRAARY ¥ — 05 THEMER L Mg 0k -
W2 EERNB, TR, FIXEMABL — 1Hifk, MABL — 2HitkDf4&IciE



10

15

20

95

WO 02/33073 . . PCT/JP01/09260

21

tbIAP%%ﬁTbvﬁzem%mmﬁLl210mﬁm\x%%wwﬁﬁw
72 P ORBIRE IR BORR B M. BladTa—F4 kA b Y —% R

L THRRATEM R AT 5.

i vitre TOUSFIASERESE (MABL— 1#ifk. MABL— 2 il

CBARTHR bV ABEDR) . HREERTMEIEREET ZHA
LRI, REROBEHREORBREERM L, UHARICBTY S TR

ik 5% BIxiE, £ b1 APREREMICHREEHET 2050 w5
MORESETHET 5 LRATE D, | |
in vivo TOIMREIT, F T EHRERE b IAP*RHTIHEE BFlx

1 EMABL— 1#if&. MABL — 2%k Ziig), 78 b— T AHEHR

L LT, ROBYIATS. STt MEREOEF ey ARMERL, U X
12T A PR+ 5ERMEMIICT H F—Y A HRT5E ) 7 n—F A,
RS OUEFR RIS S5T 5, NEBICRPBSOAERETD, LT,
FRE—VABEE. FEEDHRL LTy AMEPOE b 1 g GOBOE(LER
CAETEARIC £ - Tl 5. - |
EROE ST, EOTH B MIREES T X RN T IO ERIICREET B,
HE VIR 2 oL ER UL VS 2 oL LB a2 R L, FlxiE
R0 In vitro i In vivo TOIHERRIC & ) ARBOUETMEE A Y —
=V T B EIL T, ARFOUEREEMBTHI LB TED, '
KIEI OUEHRIS. 2 2Ll EOHG VSR U2 DM LD LEVER, F3

LA 2~ 4, WIS L4 208BL0THY . 1 DOHE VS

&Ulo@L%Vﬁﬁ%@U-$%Fv®ﬁ4v—\szoutwﬁﬁvﬁﬁ
B2 oLl Lo LS VESZ SR LE—A$ER) RTF FThob, ZDOKI2H
RELBZET, bEDE) 2 a—FAFKORRREE O AHEEZ UKL
T, BRERAERAHLEETHbOLERALNS,

AEAOEEHIET, HESF (who le 1gG) &bl LTHERES
FALAER SN TWA S, ik EE~OBITHZELTEY, EHICHLD
7 I MAKAT LD bBVEREET 5. T0kb. FREOREREOHR
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ﬁ@%ﬁﬁ%ﬂ?é:&m;or\ﬁﬁ@vffw%%mmmﬁébf\é&m
BUc BT« DERA. FIzIE7 & b— A5, MBEETHY, M LaE.
MRS B E /0 MM ENESEREHET 2 2 LA TH, Wi, ThEeH
THEERANL, V7T MEEOBRARBEOBBRICEDN THS, Bl %
. RLEVRE, BERERBECCEAME, Bk o8, BARRMERL,
BRMRWRERR S L OEMS IR ¥ O MkEBOBRE L LTORAAIIE
&hd, k. R IEMIC E5ERA L LTORALHESA, R IH{EEHO |
FUCBEOMDIAMEEESEDT LD DAXHBREEE L BT
h3, |

R0 % ST 5 12 0 O B TSRS ‘ |
Kic, ARHE TROERAIC L) REMICHET 35, L) ARHD
HEBRASIRIE S4B b D TR, | | |
ARAOUETUEORE S L, TRO—A#HF v OEREFIC L THHAT S,
AR DU EOME S HIC B TANS, £ 1 1APIHT 577 AMAB
L—1, MABL— 2Hitk%E4AT 5 (7Y F—v, MABL - 1RUMAB
L — 213, SMAMFCRE TH 2 BREES THBITRE M T2 TR
%ﬁ(%ﬁﬁo<&mﬁ—T51§3%yw\1997$9E11EKL§%§
BENENhFERM BP—6106\FERM BP—6101¢LTHEHER
REEh T3, |
siahl |
EZH1 (b FIAPRHTAYRE ) 7 a—FAREOVIEEE 2 — K+
ADNADY a— k) |

EFIAPRRT 2w RAE) 70 —F MEMABL— 1RUMABL — 2

 OEEEEE I — FTADNARKRDLHIICLTZ a—ihLt,

1. 1 AvytEryU+r—RNA (mRNA) 0iEsl

NATY F—<*MABL—1RUMABL—-2250mRNA%, mRNA
Purification Kit (Pharmacia Biotech ft8) # R\ THR L=,
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1. 2 Z—K$icDNADARR

¥lng®OmRNA XY Marathon cDNA Amﬁlification Kit (CLONTECH #8)) #
FIWTZAE c DNAZBR L. 7¥ 75— %@ L,
1. 3 BARIEEEY 2— K4 38 EFOP CRIEIC K SHIE

Thermal Cycler (PERKIN ELMER #t8Y) #HVWTP CRER>{To 7,

‘(1)MABL—lL%Vﬁﬁ%n&FT%%&%@%@

PCR&LEW?6774?~@ TETE—DHHBEINENA T ) F A4 XY
5%%&%:1:m#7ﬁ7&-774v~1(mmmmﬁﬁa\&ovvzw
v /SE L ICHRIRERSI & ~A 7 ) 54 X4 HEFIES : 210RTMKGC (Mouse

- Kappa Constant) 7*Z7 4 <— (Bio/Technology, 9, 88-89, 1991) %MV /e,

 PCRHEH®SO0pliX, 5pl1®10xPCR Buffer II, 2mM MgC 1,, _
0.16mM dNTPs (dATP, dGTP, dCTP, dTTP), 2.5=
:y$®DNAﬂUf7—fmmnhq®m(urmmmﬁmwﬁﬂh(sz‘
M@%ﬂ%%:1K%¢7ﬁ7&~754v~&a2pM®MW§%~2&%#
MKC7747~&UMABL—1$%®_$%cDNA.o1pg& L. 9
ACOVHBEICTINHZLTRIZY 4ACICT 14, 6 0CIZTLHEEY
7 2°CIZT 1472 OFPR. = DIER rmﬁbto_oﬁﬁﬁ4a»&35@ﬁﬁ
Likctk, BISREWMZEREIZT7 2°CT1 0 5Rmar L,

(2) MABL -1 HE VY2 — 45 c DNA QIR
PCROEDDTFA4v—& LTRIES : LIGRTTETEI—TT4=—1,
BRUBFIES : 3ICFTMHC—y1 (Mouse Heavy Constant) 775 A <— '
(Bio/Technology, 9, 88-89, 1991) %M\ i,

cDNADHIEIX. 0. 2uMOMKC 754 =—DARPYIZ0. 2pMOMHC
Y17 T7A=—%2FAVTHEIBLEAZROCT, BIREL. 3 (1) W TLHEV

IS ETFOMBIC OV TR LD & [l CHIEIC L DIT2 72,

(3)MABL—2L%VE%%:~F?6CDNA®%E
PCROLEHDF T A~ —& LTERIIES : LITRTT 75— 7747~1\
RUBFIEE : 2IFRTMKC 754 <=—4 B, |
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cDNA®DMFEIEIZ, MABL—1HB¥XDIZAHFHcDNA 0. lpgdRHYVIIM

ABL—2HEDO-A$E cDNA 0. lpg ZBVWTHIELAAEZBRWT, BIEEL.

3 (1) KBVTMABL— 1 LSVESREFOBIBIOWTERLED LR
CHEIC LV ITo 7, | |
(4)MABL—ZH%VE%%a~bTécDNA@%ﬁ
PCROEDDT T ~v—& LIERIIBEE . LKRTTITH— 7747_1\
RUEFIBE : 4107 MHC —y2 a 75 A <— (Bio/Technology, 9, 88-89,
1991) v,

¢ DN A DOilEIX, O2pM®MKC7§47~®ﬁbUKQ2pM®MHC.v
~y2 a 7oA w—EAVTHIBLASERCT, BIERL. 3 (3) W TLH
VR AT OMIBIC SV TR L0 LA LRI L 0o,

1. 4 PCRARKDORES

BTS20 & 512 LT P C R & 0 548 L7= D N ABFH % QIAquick PCR
Purification Kit (QIAGEN#H) ZAWTHML, 1mM EDTA%ZEH TS
10mM Tris—HC] (pHS8.0) ZEMmLT-, |

1. 5 R ORISR

EROEIICLTHRBLAMABL — 1 BR~v YR Y v/ SH L%Vﬁ@&:—
F?éﬁr?%ahfﬁéDNA%ﬁ%140ng%pGEM T EasyA
24— (Promega ##) 50ng&, 30mM Tris—HCI (pH7.8),
10mM MgCl,. 10mM UFFALA F—, 1mM ATPRU3=
=y T4 DNAYH—E (Promega#tB)) 2&HT5EHRAWSHT, 1

' 5°CITT 3 BRI S & el L7e,

iz, 1p] 0 LEEEEAREXBEDH 50 ®ay EF L Il (RS
Bl) 50nlicmz, #LTo0OMBAEZXETIONHE., 4 2CIKTIHEZELT

 BOK T 2 SRIEE Ls, KWT1 0 0pl SO CHEHM (GIBCO BRL 8 %

MZ. L0Opg, /mlD7LELY L (SIOMAHE) %SHT3LB
(Molecular Cloning : A Laboratory Manual, Sambrook &. Cold Spring Harbor
Laboratory Press, 1989) BRIEM EICZ OKRBELZBM L, 3 7 CITTREE
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% LB R EIRA G E B, |
COWEERES. 50ng,/ml D7) L EEHEFHLBEEIm ] B
T3 7T THRAEERL, % LT = o135 b QlAprep Spin Miniprep Kit
(mmm&ﬂ)%EwrfixiPDNA&%&Lto
5 LTELRE, "M 7Y F—<MABL— LICHETETYRN v EL

BEVESEo— R B RETEEATHTSAI FEpGEM—M1LEA%L
7= | | ' '

EEOR UHFEICHE ST, A7) F—vMABL— 1 Bk 5~ X HE
VA o — FTABETFLEETET T A3 FERMDNANA D AR L,
pGEM-MIH&ﬁ%LtQ '

&k, A TY F—<MABL—2IBETBv YR v B LEVERSY =

— T AREFEEETES TR FEBAUDNANA S LERL, p GEM—

M2 L@ Lk, | | o
¥, "M 7Y F—~vMABL— 2 CHRTI2~v YV AHEVEEEZ2—-FT5

HMETEEETETTAI FERMDNANKMLERL, pGEM-M2HE

g L,
EHipl2  (DNADOEERIIORE) |
RIFEDT 5 A RhdD c DN A 22— REEIROEERI OREL, BHIDNAY
—4 >4 — (Applied Biosystem#:f) Ut ABI PRISM Dye Terminator Cycle
Sequencing Ready Reaction Kit (Applied Biosystem ftf) & v T, :7‘ —H—
BEDTa ha— NP> T{To 7, _
752 KpGEM~M1 LIZEENB~ T AMABL— 1Hitko L&V ik
¥ a— Ny SRETFOEERSILEIES : 5RT, |
¥, 77AIFpGEM-MLIHREENDS VY AMAB L — 1O HH
VS E 2 — FY 5 8EFOEERF 2 EIIEE : 61077, |
e, 77AIFpGEM—M2LIKEEND VY AMAB L — 2#ithkD L

Vg o — F ¥ 5@ ETFOEERSZEIIES © TITFT,

¥, 75AI FpGEM—M2HIKEENE U AMABL — 25 fkDHE
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ViEE 3 — R BT ORERIZESIES | 810FT,

Efifl3  (CDROKE)

LR OHEHO VIO SRS, EVICEMEEELTRY., ThEn
4DDT L— AT — 7 H5H 3 DOBTERR. MLAMIERERR (CDR)
ui@ﬁﬁénfwé TU—LT—s DT I BEIE, LBMERESH
TWBH, —%. CDREHEOT I/ BEFIOERIEZED THY (Kabat, E. A
b. fSéquences of Proteins of Immunological Interest) US Dept. Health
and Human Services, 1983),

TOEORFRICESE, L R APRKRTATYRE ) 7 u—FAREOT
EEEOT I/ BEFEKab a t bIc LV ENSHIREDT I/ BEFIOT
—HR—ARHTID, BRAEZFH~SZ LICE Y CDREHER LICRTML
H’ELE,

£ 1 4
7Z7AIF EIEE CDR(1) CDR(2) CDR(3)
pGEM—-MI1L

5 43—-58 74—80 113—121
pGEM—M1H 6 50—54 69—85 118—125
pGEM—-M2L 7 43-58 74—80 113—-121
pGEM—M2H 8 50—54 69—85 118—125
ZHEHA (7 o—fbc DNADKEOMBE (¥ AFMABL— LHHERUE
AZ7MABL— 2HEOER))
4.1 #}5MABL—1ﬁw%ﬁ&¢5—®¢ﬂ'

¥AIMABL— 1A ERRAT 27 5 — 2RI 2D, TNTHTY A

MABL-1L&EROHE VRS =2 — F+5cDNAZBE—YpGEM~M1

L% pGEM—M1H#%#PCRIEICLVEMH L, £LTHEFRER~S 5
(BB ARASBWO092, 71975 98H) t#8ALE,
LEVEIRDOEDORMIT T I 4 ~—ML S HBIEF : 9)&0H%Vﬁﬁ@
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EOOREF T4 ~—MHS @FES: 10) I, &H4DVIERDY — 5~
SIORI%E = — KT BDNAKAS 7Y ¥4 XUEDK o 2 a k 2t 9 2K
5 (J. mol. Biol., 196, 947-950, 1987) RUXH i n d III HIFREEREBAIZH
THESICHE L, LEVEROLDOBRE TS A v—MLAS (RFIES :
11) RUHEHAVEROLDOR S 774 ~—MHAS (EFIBE: 12) &,

 JEBOKEE S — FTBDNARSIC AL T Y F 4 XLAAAT T A R K
BESIRUB a mH I WIRBERIMI AT 5 & 9 1T L, |

PCR¥#K100p1id, 10pl®10xPCR Buffer II. 2mM Mg C
l;,, 0.16mM dNTPs (dATP, dGTP, dCTP, dTTP), 5

2=y FODNAKRY A F—+F AmpliTag Gold, 0. 4ApMTODE T T 1 v —,

B8 ngDEHERHDNA (pGEM—M1LEWpGEM—M1H) #&8F L.
9 4 COPHBECTINMELTKRIZI 4CIZTLHM, 6 0CKTLHME
W7 2CKT 142 OBM. TOEFCTMBALE, ZOREYA I A%35ER
BLE, RISREWEEI7 2°CTL 0 5MMALE,

P C RAmM % QIAquick PCR Purification Kit (QIAGEN #18¥) % Fv -CigR
L. Hind IIIRUBamHI Til{bL, £ LTLHEVESICOWTIE, HE

FRBE~NIFZ—HEF —xIC, HEVEBIC SOV TIZHE FRE~Y ¥ —HEF

—Yﬁ%ﬂ%h7u—zyﬁbtoDNAEWRE@%\ELWDNAEWQE
TAHADNAKIH 287523 FEZNPRHEF—M1L, HEF—-M1H&
kL1, |

4. 2 ¥ATSMABL— 2HARE~NY ¥ —DER

cDNADEMRY I a—=21F. pGEM~M1 LEUpGEM—M1H
@ﬁbompGEM—MzL&UpGEM—MzH%ﬁﬂDNAK%@Ltﬁ&
BRVWC, AIER4. LICBW TR LEDLRIUFEC L VRERN o —= Y

%17V, DNAESIREDH, ELWDNARSZETSDNABH 2E0TS

xiF&%h%hHEFfMZL\HEF—MZH&@%LKO
4. 3 COS 7THM~DEETEA ' -
FATMABL - 1HiARUF A SMABL — 2Hifk0O—BMRRL2BETS
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T, BIERERI ¥ —%2COS 7THBRICEWTHRER LT,
(1) ¥ASMABL— 15EDOEGETEA

HEF-M1L(HEF—M1H~RZ#—%, Gene Pulser M@ (BioRad £t
) ZAWTZ L2 baRL—ya itk COS 7RISR EER Lk,
%DNA (10pg) &, PBSH1x10'#,/m]1D0.8ml&Faxyk
t:?Ju';‘c\ 1.5kV, 25pFORFBICT VAR E LT, | : |

ZRICTL 0 NMOEEHMO%. =Ly hafl—a VUBShi@is,
10%Dy—2ur) 7 ) -y RRnESEET5DMEMESIK (GIBCO
BRLAER) 1ZMA e, 7 2RISR O%, R LIERED, BUoHIC LY ke
A % Bk L CEIES 2 LI 2 B, |
(2) ¥ ATFMABL — 2HiADBEFEA

FATMABL - 2B EFOEAIEL, HEF—M1LLHEF—MI1HAN
95 —DRPYIKHEF—M2 L EHEF —M2 HRZ #—& B AEBROT. .
AiEE4. 3 (1) KEHLADOLAUFEICEY COS 7RI EER L.
BT S5 3 L36 % 187k, |
4. 4 7o—HA R XA bY—

PUR~OREEEZRET B2, BIFECOS 7HIMER EEZRAVTT a—y A
MARY—#fTok, € MAPERRT S~ YR EMMBREL 1 2 1 04K
AX1 O°fEIZ, ¥ ASMABL— 1bifE2RBAIFCOS 7HIROEE LIED
DVEFATMABL— 2HfERE SR COS THIEOEER EEDH V=
U RB—AEUTE R gG LHk (SIGHARBY) 2M%. kECTA v Fan
—va YRUEHEO%, FITCEMRLALDIE M1 g GHifk (Cappel HH) %M
ztoxy%zN~véV&U%%®ﬁ\FAcscan§§(%mm
DICKINSON #8) (= THEHRE % HIE L 7=,

TORR, ¥ATMABL— LHAKERUI* A FMABL— 2Hiflid, E LA
PEZREETHILL 21 OMIICHEMICESLEZILICEY, ZhboDXASH
ERwoRE ) 7 a—FARBEMABL— 1 RUMABL— 2DENENDVHE
MOELWHEEZATHZ Wb ok (1~3),
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EHHIS  (FHEMAB L — 1 Bk R OFHEMAB L — 2 Hitk—R8IF v
(s cFv) SES0ER | o
5. 1 FHHRMABL - 1Hitk—AS(F v O |
ﬁ%mMABL—lﬁw—xﬁFv&&wﬁmbfﬁﬂbtoﬁ%&MABL
— L FEHS VIR, U o h—Ek. ROBHMEMAB L— 1 Hifk L&V

ZNFhPCREXANTEIEL, EETA 0Ly, BHEMABL - 15

h—AR$F v R ER L, COFERE4ICERICRT, FREMABL -1
Fik— ARG F v OEROEBIZ 6 BOPCR7F A ~— (A~F) HEMALE,
754<v—A, CRUEIZt2AESIEH L, 7514~—B, DRUOFETVF

B REBEIEFT D,

HEVESOZDOME T 54— VHS (F54~—A, BFIES: 13)
i, HEVERONKS % =— K+ 3DNAKRAATY F A XLEDONc o I #
IRRERBMEMIE AT 5 & 5 1K L, HEVIEROLDORS TS A <—V
HAS (F7A4~—B, BIES: 14) 3, HAVEROCKEL =2 —FT5
DNARAATY FAKLADY vt — e A —rmF 9 T+ 5 L > (CRE L,

) A—DEDORETFL+—LS (FI4<=—C, BIEE:15) i
Vo A—DONR#Z 2= FTEDNAKNATY ¥4 X LA OHHE VRO CK
Uik a— FFBADNAEA—NRN—F o 7TBIICREH L, Vo A—DdHD
®HFF54~<—LAS (F54~=—D, BFIBS:16) 13, VU HI—DCKHE
ka— F+BDNARALTY ¥4 X LASLEVERON®ES =2 — F+5D
NAEA—SA—F y 7T HEOCRELE, ,

LEAVERDOZODORIF S5 ~—VLS (FF5(4<=—E, BFIESE:17)
. U A—OCKEET— FFBDNAINAA T Y ¥4 X LB LEVERD
N3K#% 2 — FT3DNAKA—S—F v 745 L5 CBE L=, LEVERD
rEOO®SETFA<—VLAS—FLAG (754~ —F, BAES: 18) i3,
L VRO CkME = — KT HDNAKAL T Y #4 XLEDF LAGRFF
F’&?—F?‘.éﬁﬂﬂ (Hopp, T. P. &, Bio/Technology, 6, 1204-1210, 1988).

2 DB KU RUE ¢ o R [ HIRBRBMIBEH+5 & 5 ICRE L,
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% P CREMILENT3SORKSA—B. C—DRUE—F #fF\\., LT

_%PCRiﬁw%ﬁﬂbto%—PCR#B%B%tBo@pCREm%%%n

BREOBMMEICE VT vy e IVERE, RIS, 7T v—ARUF 2M T,
EMRMABL — 15ih—4F v a— F+52EDNAZKIELE (BZP
CR), 28, B—PCRIEBVTiE, BERAMABL — 1 fikHEVEREZ = —
N¥57523 FpGEM—M1H (ZMif2288). Gly Gly Gly
Gly Ser Gly Gly Gly Gly Ser Gly Gly
Gly Gly Ser (BHBE:19) »oid)ri—fEkEra— T3
DN A®%| (Huston, J. S. 5. Proc. Natl. Acad. Sci. USA, 85, 5879-5883,
1988) ¥ A THBHF5AIFpSC—DP 1, RUFHMRMABL— LHifkL
HVERE = — FT5 7523 Fp GEM—M1 L (EHifl 2 288) 2Zhe
hEFml & L TRV, '
%*PCRQ%GWWSOplﬁ\5p1®lOXPCRBﬂﬁrH\2mM
MgCl, 0.16mM dNTPs, 2.52=y bODNARY AT7—F
AmpliTaq Gold (LA L PERKIN ELMER ##1). 0. 4pM$T0DE 7T 4 v—K 5 n
g PEGFHDNAYEH L. 9 4°COMMIREICT 945RIZ LTKIZI 4TI T
153, 6 5CICTIHMRUT 27CITT 155 2 OBM, Z OIRF TR L,

ZOREYA 2% 3 5 ARG LR, RSRAMEEICT 2°CTT SRMAL

7=,
PCR&EMMA—B (371bp). C—D (63bp), RE—F (384
b p) % QIAquick PCR Purification Kit (QIAGEN #8) #HRWTHHE L, HZ

" PCRT7 vty F AL, FEZPCRIZEWT, 8L L T120n gD~

PCRAMMA—B, 20ngDPCREBWC—DRUL 200 gDP CRA
m%EfF,loplmloxPCRBﬁmru\2mM MgCl, 0.16m
M dNTPs, 52=y hODNAKY 25—+ AnpliTaq Gold (Ll.E PERKIN
ELMER #8Y) #4545 98p1DP CRIBAME. 9 4 COMBIREIC T8 A
FLTRICO 4TI T2 /. 6 5TIET 2 HMBT 2°CIKT 258, = OB
FOMBLE, ©ORESA 2 1% 2BRELEE, TRENO. ARMDOT 54
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v ARUF &M i, £ LT 4COMMREICT 1 A LTKICS 4Tk
4. 6 5CIT L AMBRYT 2°CicT 142 OB, = OIEFTMEAL,
COBREY A7V % 3 SERE Lk, BSREANE 7 2°CTICT 7 4RMEAL L,
%:PCRMIDEDK843bp@DNAWﬁ%ﬁ@L\NcoI&UE@
oRI?%mL;%EhtDNAMH&pSCFVT7Nﬁ&~kan—:}7

Lk, BB, ABESRI I —pSCFVT 713, XBERY 75 X ANWERR

&t Bpe lB*/f")‘ll/ﬁaﬁu (Lei, S. P. &, J. Bacteriology, 169, 4379-
@m,mW)%ah%wécDNA@%&E@%\ﬁﬁmMABL—1m¢~#
HF vOELWT I/ BEtSl2 =2 — FT2DNAMAEELT7AIFEps ¢
M1l Efg L (B5%488M), A752IFps cM1ICEENZEHBEMAB

—1ﬁ¢—$ﬁFv@ﬁgﬁﬂ&UTi/@ﬁﬂ&mﬂ%%:20&%?0

. WALBMMIIIC CEMBRMAB L — LHik—A$(F v 2 RRT 57 5
BT BT, ps cM1YF— ¥ PCREIR L VIESLEZ, ZLTHED
htDNAMH%pCHO1%%“?5*k§lbto&k\ﬁ%ﬁﬂﬁﬁbp
CHO1/{¥. DHFR—OE—r vH-PM1—f (WO92,/19759%
M) b, EcoRIRUSma [ HLICE ) AEEEFEHIKRL. EcoR 1
~NotI—BamHI Adaptor (EE&EHE) 2EFTILICLY
BELERZ2Z—TH5B, | ,

PCRIBEAT BS54 v—i%, Wb 7 T4 ~—& L CHEVEBEON K%
I— RTBDNAKRNL T Y A XLESS a | | HIREBE RS2 H T 55
SIES: 2 1R TSa | ~VHS 754 v—RUBF T I/ vt LTH~7
L— LU =B DEE%Y 23— FTBADNARNA T ) 4 T HERINEE 2
2FRTFRHL an t | 754 v— %7, |

PCR@WLOOpld\10p1®lePCRBﬁﬁrH\2mM Mg C
l,, 0.16mM dNTPs, 52=y hODNAKRY 25—+ AnpliTaq Gold.
0. 4pMTODE T A4 ~—, B8 n g DEFRDNA (pscM1l) 258 L.
9 5COMMIREICTILMZLTKRIZI 5CICTL1IHM., 6 0CIZT 1A

W7 2CIET ﬁZOLﬁ\_®ERTM%LtO_®ﬁE#47w&35E&



10

15

WO 02/33073. _ PCT/JP01/09260

32

wmLi%. &mﬂA%%Er72cr7\ﬁmﬁLto

P CRA&MMY QTAquick PCR Purification Kit (QTAGEN #:H) éﬁﬁu\rﬁ@
L. Sal IRUMbo II TifbL. NAMAUEHRMA B L — 1 fifk—Agy

Fvia— Ny5DNAWH2BE, £, ps cM1_I¥—%Mbo IR
WE ¢ oR I Ti¥{bL, CHMMBMAMAB L — L Hilh—&BF v & 3— kv
EDNAW A #E%, £LT, Sall—Mbo II DNAMARUMb o 11—
EcoRI DNAKH%#pCHOL-Igs~y#—ira—=r7Lk, D
NABSIREDH, ELVWDNARFIZETADNAKA LSS5I FEp

CHOMI&@%LK(@G%%W) R, KRB/ F—pCHO1—Igs .

ix. LB AL 4 w%ﬁ+kﬁT57721gGl/7TWﬁﬂ(Mwm,%2

1323-327, 1988) #HA TS, AZ7F5RI Fp CHOMLIZEENAEERMA

B L — 1Hilk—A$F v ORERIIKR T I/ BESRIES - 2 31577,
5. 2 ﬁ%ﬁMABL—2ﬁ¢—$%Fv®¢&
FHAMABL — 2A—&$F v #AIEE5. LKE->THERLE, H—PC
Rnnwrm\pGEM—MlHoﬁbDwﬁ%mMABL—2#%Hﬁvﬁﬁ
%:—P#6752iPpGEM—M2H(%ﬁ%Z%%%ha%GEM—M
1L@ﬁbbmﬁ%mMABL—2%%L%Vﬁm%:—F?é7§ziPpG
EM~-M2 L (5ifi2 28%) 2EAL. BMEMABL— 2 Hiff—H8F v
DIELWT X/ Eefis% 2 — FT3DNAKA 288 75X Kp s cM2 %24
oo AFFAIFD s cM2ICEENDEHMAMAB L — 2 Hiff—AF v Ol
EMW&UT\/&Eﬂ%Mﬂé%«24LmTO .
R p s cM2NY T —DEHIT L ) BREMAB L~ 2 filk—&$F v 0

ELWT 3 BEFI% =~ K45 DN AWK S tm LI sRA p CHO

M2~y 5 —%1%fk, 27723 Kp CHOM 21z aihéﬁ%ﬁMABL 2

S —AREF v OEERIIE T 2 J BERS 2 BSIE S 25hr¢
5. 3 0057mm«®ﬁm%ﬁl

BHMBMAB L — 2Hifk—A@F v O—BHRRLBRT 575, p CHOM
27 5 —%COS THRIE O TRR L, |
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. pCHOM2~2 #—%. Gene Pulser %8 (BioRad #&) % TxL 2 h
mﬁv—VaymiUCOSTWEK%E%ﬁLtoDNA(lOpg)&\PB
SHF1x10'#i,/ m1MD0.8ml&F=~y MM, 1.5kV, 25nF
DERIZTNVAEEZ T, ' | |

RRIZT1 0 AMoE#EMMO%, L7 heRL—va /ﬂﬂéi’btrﬂﬂﬂﬂ%\

1 0%DYUIBRMBREE TS | MDMESEE (GIBCO BRL AL (A0 7.

7 2 BRSO %, B B ERD, HOHBEIC K ) I £ R L CEIUE
#EEREL, . |
5. 4 COS 7% LETOEMEMAB L — 2 Hitk—ASF v ORI

p CHOMZ~J #—%#ETFHA LECOS 7 MKk LB 5Bl
FEMABL — 2Hitk—A@F vE T = X F LT 0 v T 4 /I L DRER Lk,

p CHOM2 R ¥ —%@EFEALEZCOS 7HSEE EERVaY hu—
WtLTpCHOl&&i—%ﬁﬁ%gkbtcos7%@%%L%Kowrs*
D SERkB)#fTV> . REINFORCED NCE (Schleicher & Schuell
&@)mﬁﬁbtas%x#Aiwﬁ(ﬁ%%%&%)mriuy%yﬁ%ﬁw\

0.05%Tween20—PBSIZTEiE%., SiF L AGH{K (SIOMA#H&) %

Mxfc, BRIZTA U Fa—Va VRUEHOR, TAH) T4+ 2775 —F
fEam~U A1 ¢ GHfF (Zymed #Y) M2, BRICTA v Fa—Ya Rk
U deii%. BEEBAIK (Kirkegaard Perry Laboratories #H8) 2 &L, BA X
¥ (7)., | |
FDRER. pCH0M2A55—§Acos7mwn%rﬁ¢u®AFLAG
A7?%ﬁ%%&ﬁ/ﬂ&§#ﬁmén\;Oﬁ%iﬁ¢L§%&MABL 2
Fitk—A@F v S WENTNDZ EBHB M E R T,
5. 5 Zwv—H%A hAbY—
MR~DOREEERET S, BIECCO S 7 MlgEE LEEZ AV TT7 B —H A
F)l bV —%1To7, t F Integrin Associated Protein (-1_ AP) 2RBT3
< U AERMBHIAKRL L 2 1L OfBAE., HAVWNFa br—ELTpCOS 1IN
75 —EWEIEH LI L1 21 0B 2x1 0 fic, BMRMABL— 2¥ifk—
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AHF v ERREECOS 7MMOER LD DT hr—a e LTpC
HO 1~/ ¥ —#THEMR L COS 7THIEADKH EEL ML, KERTI %
;&—vayﬁvﬁﬁwﬁ\v?zﬁFLAGﬁW(HWA&@)&Mitc4'
YFaN— a3 YRUWEDH%, F1TCERLEM <Y X 1 g GHifk (BECTON
DICKINSON #8) ZMx 7. BEA >V Fa—T 3 VRUEHDHK, FACSc
a n3@ (BECTON DICKINSON #f) \c TRNMELBME LI, . |
ZORRE, BHEMABL — 2Hifi—ASF vid, &t FTAPRRERT AL 1
2 1 OMBARICRFRMICHER LI Z &tk Y, ZOBEBMAB L — 2 fuls— A
F v43t b Integrin Associated Protein (X437 74 =T 4 —%FTHI & -
BHLMER- (8~11), |
5. 6- Competitive ELISA _
v Y AE ) u—F NGB OREREE T 2 EEE BRI, BERMA
B L— 2 fifk—ASF v ORUBRATEM 2R L, |
lpg/ml CHELEAF LAGHREEZ9 6 V= V7 L— FOF Y = MTINA,
87T CIKT2RHA Fa—bLF, BBk, L%BSA—PBSIKT uy
XU E(Tolk, BRICTA rFax—RUHESRE, 2B E M1 APHREE
=F @FIBES:26) #HALLCOS THIMEZEFEL P B SICT 2EHFR
Lt%@%%WIWKMitéEEKT4V*JN“F&U%@% 1OOng
Sml ZHELEEAF U EMABL — 2Hi#5 Op | RUIERAR L BH#EM
ABL—25ik—ABF vERCOS 7iME% L5 0p 1 2 BALL bORE
wzwmmito5&&T4y%;&—b&&%ﬁ%\7ww97xx775~
EREA PV PTEV Y (Zymed #B) ZMAT, BRICTA YFa— R
Uik, BHEAE (SIONA HLE) £MA. KIC4 0 5 nmTORKEEAE L
7= ”
%@%%\E%QMABL—ZHW—K%FV(MABLZfscFﬂJi
:ybu—w@pCH01§AcOs7%@%%hﬁwmﬁbr%5mm%§ﬁ_
HFHIC~TYAMABL— 25Dt h 1 APTURE~DOEAEBELL (H12),
IDZEnb. BHBHEMABL - 2Hik—AHF vk, YTRAE) s u—F I
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WMABL~2b%n%nwvﬁﬁombw%%%ﬁT5:eﬁ%%énto
5. 7 in vitro TOT K b— L ABEHE o
EFIAPRBEFEALLLL 21 OME, ROz ha—tLTpCO
Slﬁ954%ﬁﬁ%§lthlzlomm\&UCCRF—CEMW@%%I

S, BHEEBMABL — 2Hik—AREF vOT R F—VABREAEZAnne x i
n —V (BOEHRINGER MANNHEIM #H84) @iz X W RBRETL 7=,

%mmlxlmﬁﬂ\ﬁﬁﬁMABL—ZﬁﬁdﬁﬁFy%ﬁCOS7%@%
%L%&éwu:ybu—wébrpcﬁo1&a5—§xcos7%@%%L
BERIRES 0% THML, 2 4% L, £0%, Annex in— VR
@547, FACS o a nif# (BECTON DICKINSON AEBY) |z T2 3B 2 M L
7o ' .

Annex in—VRECLBEFOBELNL 3~ 1 8ICENENRLE,
TrT. MOETFOERCHS Ky MIAMIE, AFORRIET K F—v A3
HoMiar, A LOBESIT R b — A RMOMIRETRT., £ORER. BHERM
ABL—ZﬁW—KﬁFV(MABLZ*scFv)ﬁleloﬁmKBWf
t I APHIFSREMICE LVIELFE L. (B13~16), £, CCR
F—CEMMMBIENTba b — i LTE LWVWHEELZHE L (K
17~18), |
5. 8 CHOMKIZHITAMABL— 2HAMRO—ABEF v A Y XFFFD
bictii) . .
MABL — 2 iR O—AEF v (R)_FFF) OEEHRHRCHOME
BREBIIT 575, p CHOMEZ <7 #—% CHOMBICEETEA L1,

p CHOM2~% #—% Gene Pulser (8 (BioRad HE) EBATTLY b
BRL— 5L Y CHOMMICREEGER L, DNA (10ng) LPBSK
A L7 C HOMME (1x1 0741,/ m 1) ®0. 7m] ZBALELDOEF 2~
y MEMZ, 1.5kV, 2 5pF OERICT/ LR %Sk, FRICT 0450
OEEHMDO%E, =7 boRL—va VABINEHBEZ, 1 0%0Y ViRAE

MiEEEET AHETS a—ME MMEH (GIBCO BRL #H&Y) (Z/MX 8 L, 55
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hiey o— 20T, SDS—PAGE:TE%&TéﬁyﬂﬁED%ﬁ%%
RL. BREOH 70— EMAB L — 2 kERO—ASF v 0L MK

LUTEIRLA, 10nM methotrexate (SIGMA#8Y) % SEplEmIEEEHCH

O—S—SFM II (GIBCO BRL M) i THEded. ik Lo, ELABEC

0 HBRIREF % B LT Bl IR R R |

5. 9 CHOMMEADMAB L — 2 kKO —AKF v O
5[8fﬁt~$ﬁFv%ﬁCHoEiﬁwﬁﬁrﬁ%AIﬁﬁmﬂ—buy

Y (PAN13OSF, JBAF 4 HL) #RVTH2 O THRE L, BER

- 2 0CCTRTF L, FEMBEARE L TR 72, .

C HOMBEE LD b —AF v ORBUT, Blue-sepharose, /A Ka ¥k
7RI A PROGSABBOZREDS v h 75T 4t L D Tolk,

(1) Blue-sepharose 1 A<= rJ5 74—

HE EEORMEKRY 2 0mM EFESREIK (pH6.0) ICT1 OFARL, &
L57BE (L0000 pmx304) XY REMERE Lk, LiFE%RRERT
¥k U7 Blue-sepharose #5 A (20m 1) ZHML, FBEETH S 2%k
1%, FIBEETNa C 1 #E%£0.1, 0.2, 0.3, 0. 5K01. OMET&
I BT, b 7 McRE LA BRAE AW LE, SDS—PAGETREY R
CEEHESZ S L. —A%F v SRR ENES (0.1~0.3M NaC

EHE4S) 27—/ L, Centriprep-10 (7 Iz ) ’i’fﬁb\'(%’]2 Ofsig#E L.
(2) 4 bu«*\—/T/\ﬁ/f b

(1)@@%&%10mM)/Mﬁ@ﬁ(pH70)thOWﬁﬁb N

A FaXTTRIAL L AT A (20m], mww)k%Mbtosomlolo.?

nmd)/&ﬁ@ﬂ(pH7o)TW7A%%ﬁ& )x%ﬁ@&ﬁ&%zoo
mME CEBIIC LT, H5ackBE LEEAELAERLE (B19), SDS—
PAGEIZ LW EES % \WLLF% EI4y A K OV 45 BL—K%Fv#mﬁé

| ni,

(3) #LiEB . ,
(2) DHE% A&UB%L%%mﬁmummpm%mwfﬁ%L 0.15M
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NaCl%QUZOnmdﬁMﬁ@W(pﬁa.m'@ﬁ%mLtTSnglc
3000SWG#H5 A (21.5x600mm) KHRMLE, 78< k77 a%E
20ILFY, BoNEELSEZSDS—PAGETOMLERR, WFhbTEY
—27 (A1, B1) REMO—AGF vTh ., FLEBETHT LR, B
ATRAMT LD FREK3 6 kD, EXBTIXR7 6 kDIRBEH I, BH

LE—A#Fv (A1, BI) #15%—SDS—RUT 2 UAT I RFLEMR

WTHIT LTe, o7 A2 BFIRmM, ERMTREL, Laemml i OFE

L TEEAB R, KBRBERE < —F ) ) Ty I A— R L,

B2 1LIERTEIIZ, AL, BIVTHUHETHOFRMOFECELLT., A
i EDSFRAS 5 k DICH—/SY FEER T, MEORRESS, A 1 H—AH
FvDE/<—7T, BIIZ—KHF v OE®EREAM I ~—LEIbNS, B
SAIRUBIZTSKgel G3000SWHF A (7.5%x6 0mm) &AW
Y ABBIC &) A LR, EHA LIZT/ v —OE—7 0%, BEHB 11
FA=—DE—I OZRH I (B2 2%88), £k, ¥4 ~—Hy (HHB
1) 13, 2—K§F v ORA%Thot, B A v—EHROF A v—it. T0
90%&Lﬁ4@?1&ﬁ&i§ﬁ%ﬁﬁﬁéhto

5. 10 KBEMKTOMABL-— 2HEEO—AHEF v Y XFFFEH
Ry ¥ — e

MAB L — 2RO —A#F v # KBEEANIC CHENICERT B~
5 — BT B, ps cM2~/F¥—%PCREICLVEMNLE, Bohr
DNAWR%ZpSCFVT 7RERI Z—|TEBALK,

PCRIEMATE S T4 ~v—%. AIHT T4 ~—& LTHSEVFRONREE
= KF¥EDNAKRAASTY A4 XLASBHIE= FURUNd e 1 HIFREBERRE
ML EE T HEPIES : 2 TICRTNd e —VHS MO0 275 4 =—RUNEH T
547—&LTL%V%@®C$%&3%FT%DNAKA4jyy4jLﬂo
2EDEIED FRTUE ¢ o R | FIRBFRDBHBMALE TIRIIER . 2 815
TVLASTIA4=—%fni, B, BiHF77A4~v—DONde—VHSmMO 2
ERBEE NI THEICREET 5, HEVESONRES 5— F45D



- 10

15

20

25

WO 02/33073 ' . . PCT/JP01/09260

38

NAWRNAT ) FA X5 BT E AFTOREREEALTN D,
PCRK100pnlit, 10pl ®10xPCR Buffer #1. 1mM Mg
Cl,. 0.2mM dNTPs, 52=y F®KOD DNARYAS—¥ (Bl

EEESHE) . 1pMToDET T v—, RUFL00n g DWEDNA (p s
cM2) #EHL, 98CKKT15HWME, 6 5CITT2HHRYT7 4TIZT30

WA, ZOMERETHERLE, ~OBREYA 2% 2 5ERELE,
P CRARME QlAquick PCR Purification Kit (QIAGEN #HEY) % B\ Thell
L. Nde IRUPEc oR I T#H{kL, BohDNAKHFZ2pSCFVT 7

JE—su—=v L, BB, KRB~V Y —pSCFVT7iNde IR
UEcoRITHELEZEICEY pe | BY/FABFINEIKRENTNS, D

NABFIREDH%, ELVDNABRFI4HT 5DNABK #EH 75 AT Kep
s cM2DEmO2¢faga Ll (M23%8BOZE), FFF5RXIFpscM2
DEmO 22 NAMAB L — 2 Hitki sk 0—AS F v OWERFIR U7 < /
BAESI 4 FFIBS ¢ 2 9 R, |
5. 11 XEBEMBIZEITIMABL — 2HARAEO—KEF v RIRFFEK
MAB L — 2 kR0 —AF v K ) ~TF K& BB 5 KIBEHKEB5
o pscMZDEmOZ’*‘?G’”%jYE%%BLZl (DE 3) ﬁLysS |
(STRATAGENE #80) KHEEEM L7z, Bbhiks/a—riconT, SDS—PA
GEILTHMLT S ) RORRERE L, RRBEOBH 2 01— ¥MAB
L — 2 ik Bk O—ABF v K RTPF KOS L TER L

5. 12 KIBBMMELOMABL - 2HtkMRO—FBF v #Y XFFFD
G | o

RHEEHR L TRONERBEOL /v an=—2 LBHE#13m 1 12T 28C

C TTRREEL. ShE70m . OL BEMICHIME, 2 8CICT—RIBES

fTof, ZPpre—cu lture® 7L LBRHIHAMRE, Jr—77
—AUI—ERWT28C, #BEPEE3OOr pmicTE#KL~, O.D.=1.5
DEZTImM I PTG THER T, D% 3EMERETo 1,
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_%ﬁﬁ%ﬁbﬁ%(lOOOOngloﬁ)L\mﬁtLT@WLK§WK5
mM EDTA., 0.1M NaCl. 1%Triton X—100%&%50
mM b)) REREREK (pHS8.0) #iMx. BEE (out put: 4, duty

cycle : 0%, 14yx1 O & 0 EKEMRE L, = OBBIREELIM (1
2000xg., 104 (o), EBE LCEMX L& AABIZ5mM EDTA,

0.1M NaCl, 4%Triton X—100%&%50mM kU RHH

SE% (pHS8.0) ’5.’7][1?_.\ FEBTEHEOLE (out put : 4. duty cycle : 50%.
m@mz)%ﬁw\ﬁbﬁ%<1zooogg‘1oﬁ)k;ngm§ég&wm
LLTERL, EFic 2REERAREHRELL,
AMBEHEZEAREALEZ6M Urea. 5mM EDTA, 0.1M N
aCl%z&LS50mM hJRAEBIRER (pHS8.0) KEML, 4M Ure
a. 5mM EDTA. 0.1M NaCl. 10mM AAZTSFZF /=A%
&%r50mM kU AEBESHK (pHS. 0) TFH{LLiESephacryl
S—300 (5x90 cm, AMBRSHAM PHARMACIA #8) Z VBB T hiC. HE
S5ml/HTHERML, RELTVWIBSFRO—AFHF v 2lRE L, SENZ

 SDS—PAGETHH L, MEDEVESICONT, 0.Dp=0.25ZR5

LS VIEBETRAVEEETHARE, 5mM EDTA, 0.1M NaCl,
0.5M Arg., 2mM ETBI/VFFF 0. 2mM BRI ALZFA
2ET50mM kY AEEMEEIK (pHS8.0) KL TENEZIENTI Z LI
Lo, BERELBERTo%, $bI0.15M NaClz&{r20mM Bl

'ﬁ@ﬁ(pﬁe.o>mﬁtrs@ﬁﬁu\%mﬁm%ﬁotm

DT EENASFRI TS —SEATEBENC BN F 2 UHRET B0,
0.15M NaCl#%&&20mM BEHEEE (pH6.0) TESLLES u
perdex 200pg (2.6x6 0 cm., AMERSHAM PHARMACIA #H8)) Z /L&

BT AEENLE, B240FT LI, BATFROSAKLEALNDST R

— RRE—I Db, EEE—y LY TE—I D2oDE— s BRMENRTE, S
DS—PAGEILL B (B2 18K RUSVBBOBHUEND, FEY
— 3~ F vEBYRTFROE)=—ThV, 47— 7 33 THEEUED



10

15

20

25

WO 02/33073 v . PCT/JP01/09260 _

40

FA~—LEXOND, 2B, WRENCHLEHEEOS 7T, 2K
FvRUNRTSF ROMA%BTH -1,

5. 13 MABL—zﬁwﬁ%mﬁﬂ—xﬁFvﬁy&f%F@mvn@'é
D7 RNV ABRYDE

EFTAPZRETFHALLLLIZ210ME (hTAP/L1210) AW,
CHOMBRE OCKIBEMIELDMAB L — 2 fifkBERO—AKEF v R Y 7S F
F(MABLZéscFv)@7%%*92%E¢m%~&®20®7nFﬁ;
MZTAnnex in—V (BOEHRINGER MANNHEIM #:8) iz k 0 RBF L7,
B—07uba—E, h1AP/L1210M5x1 0 I, HEREE
fRIREE3pg /m 1 THRML, 2 ARRMEE L, MEREE LT, EHfl5. 9
T8 CHOMMMRMABL 2 —K$F v DE ) v—RUOS A v—. EHITE
WEF5. 12 CREKBEMMERORE, v—RUF S ~v—, ELTaV o
—NhE LTV AL g GHUKIZOWTRE Lz, %%, Annexin—VIR
B%{TW, FACS c a nZ{E (BECTON DICKINSON #H&) |C THMMELRIE L
7

e, BTOSE hmiF, hIAP/L 121 0MIa5x1 0*Eic. Hitk
RBHERREE Spg /m | THRM L, 2 BMESREZICHTE L AGHUK (STOMA4:
) ZHBE L Spg,/m | THML, Bz 2 2RERIEEE L, MAREIE LT,
5.9v@tCHommm%MABL2-$%Fv@%/v~&wsybn—w
&bfvﬁilgGﬁwﬁowfﬁﬁbtoﬁﬁﬁ\Annexfn—V%@&
fiv>, FACS c a nEBIC THENMELRE L,
Annexin-V%@KIé%ﬁ@%%&@25~3lk%ﬂ%hﬁbto
ZORR. CHOMMEUKBEMIELOMA B L — 25tk sk—AHF v &
YRTFROFAw—iFarbo—n (B25) LHELTE LWHIATESHE
Lk (B26, 27) 25, CHOAMAR KIGEMIMELD~AEF v R YT
FROE /w07 H h— Y ABEERRZRD b Edbo% (M28, 29),
oo MFLAGHEORMZL Y, CHOMBEADMABL — 2 Hifkgik—4&
BFVvRIRFFROE /) v—itay ho—A (R30) & LTE LV
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FAHE L (03 1),

5. 14 s cFv/CHORYNFTF ROE ) v—RUFA v—Dt FEEIE
< U RAETFICRT R HIEEDE '

(1) ~v2MEL b1 g GERIE
<V AMBERCRTD, b NERIEERAELETIE R gG (MF LY

B OFEEIE. UFOELI SATH ok, 0.1 %EREEEE (pH9. 6)
_ﬁipg/mlmﬁﬁbtffﬁtblgcﬁm(M%wmaﬁﬂ\th#79

02) 100p1 %96 Y=/AFL—h (Nuncithl) Mz, 4°CT—HeA ¥
a—varl, REEBERLLE, Ty /0%, BERRLEYY RN
%%6“@@&&LTEFIQG(%WM&@\Lot#00915)100p
1Z3ML, ZBRICT2HFA v Fa~—a L, ik, 500 OFFR
LIe7nB ) 74277 #—PEEHIE b 1 g GHifs (BIOSOURCE #84, Lo t
#6202)IOOpl%MZ\iﬁﬂflﬁ@4y#:NbVaybko%ﬁﬁ;
EHBBEEMA, A % 2~—3 3 D%, MICROPLATE READER Model 3550
(BioRad #:B) %#fAV'T40 5 nmOBAEZREL. EHEOE M g GOBN
ELVBONERERPL. <V ALEPOL P gG MFLU/VE) BEE
BH LK, '

(2) BEHEORRY o |

s cFv/CHORYRIF ROE ) v—RUFAw—i%, REYA, EEH
BLZPBS (=) #AVWT, #N%N0. 4mg,/ml. 0.25mg,/mli
RBEDICHEBL, #ERK L L1,

(3) & MERlE~ Y 2T FA DR
trgﬁﬁvyz%fwmuTwiamﬁﬂbtoscIDvﬁz(BK&P
7) ZAVWTin vivo R LEKPMM2#lil8 (BAE7—2364 7584
W) £10%vVIKRMIE (CIBCO BRL#H) #&¢RPM1 1 6 4 O HHh
(GTBCO BRLALAY) T3x1 08,/ m 11725k > MM Lk, &b LoRE
M7 7 eGMLbME (FAMEHE, 154 7A%5m] TEAM) 100nl%

CETHELAESCIDvYR (A2, 6 @) (AAZL7) 2 LEK PMM 24
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M%@ﬁzoom(sxlo@/vﬁz)&E%Wibﬁﬂbto

(4) HikgE

(3) THEMI Lt MEBIME~ Y REFAICH L. KPMM2{aBHEE3 A
E;D\152@\SH%yL%(z)?%ﬂbtﬁﬁaﬂ\%/v%HZSOP
ﬁ4v—m400p1% REIREVBE LI, XL LT, BBBEELLP
BS (- )&Hﬁklﬁz@ 3AM, 200n!, BEREVRE LK, mRLL
b, 1BE7LT-k, .
(8) scFv/CHORIRIFRDE ) =—RUF A <—Dt MERIEBAL
U RET KT B HIEES R O : o
s cFv/CHORIRFFKDE /) v~—RUF L v—Dt MERE~D 2E
?»@ﬁﬁ%%ﬁmomrm\é&%%ﬁ%ﬁﬁﬁi?étbigG(M&yﬂ_
7H) D=V RAMEPOROEN, ROAEHELHMTHEMLE, vV ALEFOE
M1 g GROEICOWTH, KPMM 2 MIaBiig 2 4 B BIchi§ 25K L.
£ (1) THRREELISAZAWTLMN] gGEZAIELE, TORKR. P
BS(—)&5ﬁvm\m%tﬁlge(Mayﬂag)ﬁﬁ%SSOOpg/m
IETEALTWBDIKHL, s cFv,/CHOY A v—REH T BED 1
/LOUTEREEMETHY, s cFv,/ CHOFA v—#KPMM 2 {IaD
R SRR LT BT LR an (03 2), —F, AFEBMIcoL
T%@SBLT?tkD\scFv/CHOﬁ4?*ﬁ5#?ﬁPBS( -) ®
SR LR THERATFSMOERSED Sk,
BLEED, s cFv/CHO¥A =2t MEBIE~ Y 2T 7k LT, H

IEENREET B LR S i, REHORITH wrmascpv/caoy.'

A = —OHIEEEE L. df&zﬁwmﬁ¢é7fr —VABEERICESL &

Exbh B,

5. 15 RinBREESE: o
RORELERBRE OSF MG OHERIT, S ERRBEORE AT
zik (BAELFSE. FRERAA) ICELCRE L, |
READMBEE Y QB RERFIC L VRO L, PBS (=) Kk 3
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EPE L7, PBS (=) I TRICEEN 2 %ORMBREHERE R Lk, &
EYL T, RBL LT X1 gG (Zyned #8) #MA\. MABL - 24
k. CHOMMEAD—AEF vARYRXTFFE /) v—, FM~v— KBHEEE
D—ARGF v AR Y RTF KOE ) v — & 47— 2 WA LT, ROKOEEER
EPRETAEDIC, T A oHBOUENI 6 VAT L— b EERAL, LR

OV TSAES Opl S = MBI L i, 2 %ARMBREERE & 51T 5 0

pl ¥, BAIL, 3 7TCT2MMA L Fa—a %, ACT—RRRE L.
BEEHELL, ¥/, WELLT, PBS (=) £50p1/7=AF0L. 5
YL AR L CEBERRE T o o, HUEORRREIZ, < VA 1 gG,

MABL—2%ifkiX, 0.01, 0.1, 1, 10, 100ng/ml, =4 #Fv
i, 0.004, 0.04, 0.4, 4, 40, 80pg./m | CRBEELD—K
HEvRYRFIF FOFAv—DHEHIZ1 6 0pg,/ml ORBERELE, %
ORRIE, TROZ2IHRTHED . MABL— 24T, 0. 1pg/m1BE
THRORERSROENZDTH L, —FYHF v RY XFF FTRE /) v—, FA

< —3LCRMEREEE TR D iz o,

® 2
| FREREERE
XM 001 01 1 10 100 (ug/nl)
mIgG v | - - - - - -
MABL~2 (intact) - - % S ++

Xt#&  0.004 0.04 0.4 4 40 80 {ug/al)
scFv/CHO &/%— - - - - - - -
scFv/CHO ¥ 4=— - - - - - - -

*H 0.004 0.04 . 0.4 4 40 80 160  (pg/nL)
scPv/E. coli )%= - - - - - - -

scFv/E. coli ¥ {+- - - - - - - - -
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EHFI6 2 ODHBVERR Y2 50 LEVESE S LHERE s ¢ (Fv), &
VB DESORTFFY v i—%HTA5MABL—2Hitks cFv
6. 1 MABL¥2ﬁwsc@vb%ﬁjixiF®%§
MABL — 2HFERO 2 SOHEAVERK 2 20 LEH VR E & LYk
K [sc(Fv), 28BRTB75XI FEEHT S, fikp CHOM?2 (M ‘
ABL—ZH%E%@scFV%:—FTéDNA& &t) BUTICRTEY P
CRIEICE VIEM L, BONDNAKKA % p CHOM2ICHA L,
PCRIFERTEF54v—it, EVYRA TSI, ~v—L LTCEF la®a— Kt

BDNARNATIVFIAL AT BEF 1754 ~v— (BHEZ: 30) 2EHL.

TUFEYATTAw—E LT LEVEROCKEE a— FFEDNAKAS 7
V54X LASY v h—tilE 3 — K HDNAKS] ESIEE: 19) RUS
a ]l I HIRBERRRSBNIE2ETAVLLAS 754 ~v— EHES . 3 1) 24
AL, |

PCREEH100nliX, 10pl®10XPCR Buffer #1. 1mM Mg
Cl, 0.2mM dNTPs (dATP. dGTP. dCTP. dTTP). 5
22y hOKOD DNAKY R F—+ (BLEREHHN) . 1aMOE TS 4 <

&UlOOng@%@DNA(pCHOMz)%AﬁT6 P C R % 9
47CICT3 OB/, 50°CIKT3 OBMRUT 4°CICT L4/, = ONEF T
Lico ZOBEYA 1% 3 0ERE L,

VP_C RARM % QTAquick POR Purification Kit (QTAGEN B %V T
L. Sal I.'C“?Fﬁﬂfab ?%Bi’beDNAliﬁﬁ%pB luescript KS*™™

(RPHHEB) 27 o —=> 2 Lk, DNARFIREDH, ELVDNA

BFIEHT BDNAKH 2 SL75 A3 FESa | I THEL, B5NEDNA
Wiff&SallC#¥kLipCHOME2IZ Rapid DNA Ligation Kit (BOEHRINGER

‘ MANNHETM £80) % B\l L7c, DNARSIREDH%. ELVDNARAEH
" THODNAWIA2#EL T I AL K2 p CHOM2 (Fv), A& LE (R34%8

M) ZFF7ZXIFpCHOM2(F v),It8¥NAMABL— 2%ifks ¢ (Fv),

‘ﬁﬁiﬁ@ﬁﬁﬁﬂﬁﬂﬁtﬁ? I/ BB ZERSIE S - 3 2155,
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6. 2 ﬁﬁ®Eé®N7?FUVﬂ—%ﬁTéMABL—ZﬁWscFv%ﬁ
75 2 I RD{ESL -

BeDRESORFFFYUor—%FL, LT [HEE — [L#) CUITFHL),
(L8] — [HS] GAFLH) &AL CVHEESERLEs cFvi, MA

- BL—2HROHBEVNLE c DNAZHFH L LTUTO@ED ICERILE,

HLZA7Ds ¢ Fv&lT57nic. 29 p CHOME (Fv), 285 & L
TCFHL~F1 (&5I&%:383) RUCFHL-R2 (@HEF: 34) 7
54<—., CFHL—F2 (51&%:35) RUCFHL—R1774<v—
(EFIEH : 036) KELVKODKYAF—FILTI4CT3 0, 600C30
. 7 2C1IHMORE%R 3 0E#EVIRT P CREKEITY, 5 flicy —#—H
Sl ETHE, RUS AIICF LAGESIZEL LD c DNABEFEER L,
BONEHBER LY c DNAZHER L LTRA L, KODRY AF—FZTI
4C3 0%, 60°C3 0%, 72C1HMORISE 5EMRYES P CREGHT
VW CFHL—F 1RUCFHL—R 1754w —%MATELIT3OH AL
B3 EiCED Y o p—%EERVHL-0 47O cDNARERLE,

LHZATDs cFvEENTEEDIC, TFMABL— 20 LERHEV
RO cDNAZELT7AI FpGEM—M2 LRU'p GEM—M2H (¥
F11-6355788) 2L LT, ThERT7 @IES: 37) RV
CFLH—R2 (B%%%:38) 75(4~w—, CFLH—F2 (RES:3
9) ROCFLH—R1 (BFIESE : 40) 754 =—%AOTKODKY AT
—¥ CEES) 1I2T94°C30%, 60C30%, 72C1HMORE%30H
ﬁDETPCRﬁm%ﬁW\5%KU—F~EW%€UL%\&0TMMFL
AGESI % ELHYD c DNARGTF2EM L1z, BNk LERUHH c DN
ARBFRL LTBAL, KODHRYAS—FIKTI94°C3 0%, 6 0CT3 08,
72°CLAMORIEE 5 E# Y IET P CREG#TV, T7TRUICFLH-R1
FTA—EMATE LIS 094/ ARISU, ~ORSEMEHHYL L, C
FLH—F4 (B31%FS :41) RECFLH-R1754~<=—%2BT94%C
30%), 60C30F., 72CLAMOKIEE 3 OEHEVETP CRREEITH
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DEEY YU —EEERVLH- 0517 D c DNARERLE,

=5 LTHERLALH—0, HL—0# (70 cDNAZHIRERE c oR 1.
BamHI (B LBL. Xh o | HIREEGNGIIEE 2V HLEBR
|75 A3 FINPEP 4| Ligation High GEEERS) &AVTHMAL,
Competent E. coli JM109 (=yRv¥—v) 2WEEHRLI, HEERL
7 KHBE X D QIAGEN Plasmid Maxi Kit (QIAGEN) KKTF5 R I RKEMMILE,
Z5LTC752IFpGCF2LH—0&Up CF 2HL — 0 &MLk,

WiZ, Voh—HP A XDRRDIBERTTAI FEERTIEDICHLY AT T
IpCF2HL— 0% LTCFHL-X3 (B%IB%:42), CFHL— -
X4 (E3FES:43). CFHL—-X5 (BHES: 44), CFHL—X6
(BFVEH: 45), RIICFHL—X7 (@FIBS:46) OEVRTSTALv—
ROT v FRARTTA =& LTRY & —EIICHHENZBGH—1 (EFIE
B:47) 754v—%BVTKODHY A5 —PIcT94°C3 0. 60C3
0%, 72C1AMOKIE%E 3 0E#RY BT P CREIGEITV ., BONIKGE
MEHIRBERXho I, BamHI (E&EE KTREBLE, Boniclih%p
ICFZHL—O®XhoI\BamHI%4FKLmﬂMnM@(ﬁﬁﬁ)%m
VWCHAL, Competent E. coli JML 09 2WHEiRR Uiz, HWHEHLALKXE
%xvmmmpmmMMuithrfﬁxik%%ﬂbtu:SLT\%ﬁf
5AIFpCF2HL—3, pCF2HL—4, pCF2HL—-5, pCF2H
L—6RUDpCF2HL—7 28 L%k, ECOS 7HKTO—BMERIA
WHRETFAI FEERTARBIC, pCF2HL—0. pCF2HL- 3,

'pCFZHL—4\pCF2HL—5\pCFZHL—ﬁ&UpCFZHL—7

Eﬂﬁ@%EcoRI&UBamHl(i@ﬁ)KTmﬁb\%SOOprW
ﬁ%7ﬁn—z¢w%ﬁﬂ@m;5#»%6@@&&&D%@Ltoﬁbnt%
R A BMRRE 7 AI KpCOS 1LOEcoRIKXRWBamHI ¥4 F
i Ligation High %AV TEA L, | Competent E. coli DH 5a (H¥E#5) ZBH
Botf L7, REERH L7 KIBE L Y QIAGEN Plasmid Maxi Kit i CTFF X3 F#
%@Lto:5LT\%ﬁ7§xtiF2HL—o/chSJ\CFZHL
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~3,/pCOS1, CF2HL—4,/pCOS1. CF2HL—5/pCOS1,
CF2HL—6/pCOS1RUCF 2HL—7,/pCOS 1 kfilL7, K&
#7ple LT, 79AIRCF2HL—0/pCOS 1D#HEXE 3 51T/R L,
:nw@inéMABLz—scFv<HL—o>®ﬁ%mﬂ&07i/@mﬂ
REFES : 4 8ITRT, BTS2 FOY A —BHOHERIIRVT 2

- /BRESIER 3 61277,

R VUh—HAXORRBLHI A TORRT TR FERT BD,
pCF2LH—O%#& L LTCFLH-X3 (®FIBES: 49). CFLH—X
4 (B3I%%:50), CFLH—X5 (B%&S:51), CFLH—-X6 (&

CHIFEE:52) ICFLH-—X7 (BINEE:53) O RATTA<=—KkT

TUFELUAT T vk LTRY & —FFICHENRBGH- 174 v—%
FAVWTKODRY A5 —FI2T94°C3 0%, 60C30f, 72C1HHOK
Rk 3 O[E#E VBT P CREBHITY. BoNERSENEHIEERX ho I,

BamHIWKTLELL, /HONIHFEZpCF2LH—0PXhol, Bam
HI¥A MiC Ligation High Z AV THEHA L Competent E. coli DHSa (3#

) RTEEEM Li, TEEEER L7 KIBE XV QIAGEN Plasmid Maxi Kit 2T

SAIFREPREMLE, Z5LTC. BB FS5XAIFpCF2LH—3, pCF2L

H—4, pCF2LH—-5, pCF2LH~-6KUpCF2LH—-7%ER L,

FIZCOS 7T TO—BMNBERIZAVWAIER TS X I FEERT 32012, p
CF2LH-0, pCF2LH—3, pCF2LH—4, pCF2LH—5, p
CF2LH—6RUpCF2LH-7%HIBBEEcoRIRUBamHI (X
W) ICTAE L, #9800 b p DUTH % 7 H n— 2 F LEBRKEIC L 5 710
b OENRICE DR LT, BbNEBA 2 WLBERER 75X KpCOS
1DEcoRIKRUVBamHI YA b Ligation High Z AVVTEA L,

 Competent E. coli DH 5a (GELE#SH) EIEGR LT, B L - KBE LY

QTAGEN Plasmid Maxi Kit T F R F&ERILA, Z25L T, BR 53
F‘CF2LH—O/pCOS 1. CF2LH—3/pCOS1, CF2LH—4

' /pCOS1,. CF2LH-5/pCOS1. CF2LH—6/pCOS1EW



- 10

15

20

25

WO 02/33073 ' . PCT/JP01/09260

48

CF2LH—7/pCOS 1%ERLE, REMNZFHIE LT, 75AIKCF 2

LH—O/pCOSl@%%%@37K%L\:ﬂﬂaihéMABL24sc

Fv<LH—0>0WERSIROT S/ BEFALTRAEE : 5 4l0m+, $r%5
F5R3I KDY v H—BSOHEERFIR T 3 ) BEA£E 3 8 IR T,
6. 3 COS7H/MRIZEBIIDs cFvERWYs ¢ (Fv),DRIH

(1)ﬁmﬁ%mr@n%¢ﬁ@m§

HL#A7, LHFA 7 s cFvEkUs c(F V), DRERDEHIT, COS 7
B (JCRBO 127, ba—<¥AzrAREHUMA) TO—BHRERLZIT

7z, COS 7#HARIZ1 0 %4HRIRMIE (HyClone) ZETrDMEMEH (GIBCO
BRLALHY) 1T, 3 7 COREA AERMP CRASEE L,

6. 2THHKLIZCF2HL—0, 3~7,/pCOS1, bL{IFCF2LH~
0, 3~7/pCOS1XiEpCHOME (F v), <2 ¥—%, Gene Pulser B
(BioRad #B) #ANTZLs hafl—a iV COS THIRIC FF 2
ZxVar L, .

DNA (10pg) EDMEM (10%FBS, 5mM BES(SIGMA
) BB 2x1 07HME, /m1 0. 25m 1 2% 2y MM, 1 0/
BO%ICO0.17kV, 950nFORB T/ \VARELK, 1 0SMBEOE.
Iv?buﬁv—VSVéntmm%DMEM(10%FBS)%@K&%L\
75cm?T7 5 RAATMAT, 7 20ERIEEE, R EELED. BLOBCLY
MR 2 BRE L, FiC0. 2 2pmA bv by P74 45— (FALCON) i
CHBL. ChEEELE (CM) LLlr,

(2) #EMFEHTOEE EFOFRN .
R (1) LFMOFET I VAT 22 ¥ s~ LEMIREDMEM (10%
FBS) Mz 75 cm* 75 A2 C—RIEH Lk, HELELRT. P
BSICCH#%, CHO—S—SFM II## (GIBCO BRL#t8Y) MM L7, 7
2RFRIERER, HREEEED, ) %rxommmﬁ%%fb Fiz0.22
pmA RV Ry T T 4N~ THB L., CMERE,

6.4 COS7 CM#DscFvRUsc(Fv),OHRH
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B1EE6. 3 (2) THMILACOS 7OCMIICHT A ODMABL 2 — s
cFvRUs ¢ (Fv),0HY R7F FETROBIIC Y =25 TayT 47
EIC LRI LT, | |
,%0057 CMIZDOWTIEAWTSDS—PAGE#f\), REINFOR

. CED NCJB (Schleicher & Schuell ##) Z#zE L7, 5% AFALINY

(FRAALEHE) T TT oy 220, TBSIETHE%R. iF LAGHIK

(SICMA H-8) ZMNXFo, HBICTA U F 2t a VRUTROR, ~Lt%

Vﬁ—f#%%&ﬁ'? 721 g GHifk (Jacks‘on Immuno Research #H8Y) %M%. =
BIZTA v Fa—va VRUGH S, REREZEML, Bk (F39),
6. 5 7Jo—HYA A PY—

MABL2—s ¢ FvRUs c (Fv), @t I Integrin Assosiated Protein |
(IAP)ﬁﬁmwﬁé%MﬁTétb\ﬁ%G.3(1)KT%§LECOS
THRIBER LR BT T o — YA bA P —kfTo%, B FTAPERETS
VU ABEMMFMRL 1 2 1 OMIE2x 1 O°Mic, RiEFI6. 3 (1) THLHN
FtEE RSB VAL LTCOS 7 M0tk EREMZ . K ECTA ¥

2= a VROBERDHE, 10ng,/ ml Oy AHF L AGHIE (SIGMA

B) #xi, 41 vFar—vas VRUOBEHO%, FITCERRA-YX1gG

BUfk (BECTON DICKINSON M) EMR 7z, BEA v % 2~—v 3 VRUKH O,
FACS can#ki# (BECTON DICKINSON #-f!) {Z CTHMIRE X RE L, TORE
B, £COS THELETOBLDESOSTFRY U A—%HTHMABL 2
—scFvERWs c(Fv)id, e FIAPKZXLTEWRFIMEZE TR Z EMBR
SRt (R40aRkUb), . |
6. 6 in vitro TOT R F— XBEYE

RIEE1. 3 (1) KCEBLACOS 7MIER EHIC>n T, EF[APE
BEFEALLLL210MMB (h1AP/L1210) RHTITHRI—VA
FHEEM%ZAnn e x i n—V (BOEHRINGER MANNHEIM #:) i L W HREFTL
7o

hiAP/LlZlOH@SXIW@K\%Nﬁﬁ*E%E%mLtCOS7
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mwﬁﬁkﬁbéw@:ybnewtbrcos7%@%%Lﬁ&%ﬁ§;o%

THML, 2 AMSRIEEE L, Z0%. Annexin—V,/P [ REET0
FACScan¥& (BECTON DICKINSON #-8) |z TRNMBEZME L=, ZOR
K, COS7 CM$PDscFv<HLS3, 4, 6, 7. LHS3, 4, 6, 7>
BUs o ( Fv)dhIAP/Ll210ﬁ@kﬁLTﬁ%ﬁﬂ@%%%§bto_.
BONEHERENA L ICThENRT, S
6. 7 MABLz—scFv&Usc(FvL@cHomwm%ﬁ&&a—wﬁ
E
AIEEMABL2—s cFvRWs c (Fv), &% LENOREMNTI- L 2R
&LT\;hB%CHOMMKT%ﬁéﬁétbw%ﬁAﬂﬂ —ZUTDXSI
WUk, |
BTEE1. 2 THMLApCF2HL—0, 3~7RUpCF2LH—0, 3
~7DEcoRI—BamHIWHA%, CHOMMARE~s#—pCHO1D
Ec oRIKXU'B amH I Ligation High # AV THEA L, Competent E.
coli DHSa 2 HEERMR Lz, BWEER LLXBELY QiAGEN Plasmid Midi
Kit (QIAGEN) KC/FAI FERMLE, 0L LTRASF 23 Fp CH
OM2HL—0, 3~7KRUpCHOM2LH—0, 3~7 %R L%,
6. 8 MABL2—scFv<HL—0, 3~7> MABL2—scFv<
LH=0, 3~7>FKWs ¢ (Fv),B%ECHOMMOIERID N 2 D% FE 0
. .
ML, 7ICTHRLERAT 523 Kp CHOM2HL—0, 3~7R&Up

CHOM2LH—-0, 3~7#WIZp CHOM2 (F v), X7 F¥—%LIFD&EY I

CHOMMRICH AR L. EULAKLERMICER TS CHOMMBE EN L1,

'%@ﬁﬁ%&m&LTMABLz—scFv<HL—5>\scwvn%ﬁﬁ%
CICEBR TS CHOMIADER % TRICFRT,

RHRZ77AI FpCHOM2ZHL - 5K Wp CHOM2 (F v), #HIREERP v
u L ICTE L TESHRIC L, Zh b % Gene Pulser $%8 (BioRad #81) % v
TV baRb—a ik ) CHOMMIC F5 A7 =2 v ar Lk, DN
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A (10pg) & PBS¢1X107mﬂﬂ/m10)O 75mlZFaXy I
%. 1.5kV. 2 5uFOERIC T/ LR EE 2, FEICT 1 0 SHOEES
ROk, =Ly baRl—ya VB SNCBiE, 10%0 Y VIRRLEEE
BT HHESH a—MEMSH (GIBCO BRL HBY) 1A% LI, —Teisit.
R EEERREL, PBSITTY VA L, 1o%®7zﬁﬁmﬁ& YD

 ?@$ a— MEM%%(M&DM&&%)%MZ%%LKOWZﬁW R,

methotrexate (SIGMA ##) ##EE 10 nMT BH T OEMTEITE ""% L. %
@%SOnM %LTlOOnM&ﬁE%@#LHTE%%%Tto»7LT@
biviefliag o—7 — R bR TROEE#ECHO—S—SFM II (GIBCO BRL .
#HE) TR E. BELERED, u“%ki@%@@ﬁ%#ﬁb B0
20pm7 4V —IZTCHRB L, TRENLOCMESTT,

F#c LT, MABL2—s cFv<HL-O0, 3, 4, 6, 7>RO<LH
—0, 3, 4, 5, 6, 7>HERMICKET 5CHOMMRVTNEDCME
Bic, _ ‘

6. 9 MABL2—scFv<HL-5>D¥{=—RUs ¢ (Fv), DK

TR0 2 EAORBMEIC L VA6, 8 THALNAECMAEMABL 2 -5 ¢
Fv<HL—5>FKUs c (Fv), DS -7, | |
<WHEE1> HL—-5KkUs c(Fv), %, ZORIXTF FOCKHDOF 1 a
gBBIEFIALHF l a g7 74 =T 4 H 7 b a< v 537 4—ROY
NMEBERAWTHERLE, 150mM NaClZ2&E50mM Tr i siEE

BEE. pH7.5 (TBS) TE#{LL7H Flag M2 Affinity gel (SIGMA) T

ERR LA T4 (7.9m 1) (CATEE6. 8 THALNMLCM (1L) 2HFmL, T
BSTHTA%EEHE. 0. 1MZY L HBEEIE, pH3.5TscFvEd
FoapbEHER, BOoNEL%SDS/ /PAGETHITL., scF vOE
HERIB LI, s cFvEYDEZRBEN0.01%&L45L5iCTween20%
%, Centricon-10 (MILLIPORE) TH##EL 7. MMEE%Z150mM NaClk
*0.01%Tween20%&{r20mM FEEREIKR, pH6. 0 THEHLLE

TSKgelG3000SWHSA (7.5%600mm) A, HiE0. 4m
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1/minTscFvi280 nmOENTHRHELA, HL—-53FBEL—7 &

LTHA=—DRBIZ. s c (Fv),I3% /) v—DRBIFREhERSNE,

<EBME2> HL—5FKUs ¢ (Fv), 8/ AVRRI O /T 74— N
Ko7 R4 VRO ALEBOSTRTRMLE, /3o Rifrow /7
7 4 —Tik. HL—5 Ti2Q Sepharose fast flow ¥ 5 (Z7=Y7T) &s
C(Fvb?ﬁ%wme%f%tﬂwﬁﬁb&ﬁw\%:IEQ%HHL—SV
&s c(Fv), TRIUE&HEZRBvWE, ‘
(B—I%) HL—5 | |

HL—-5DCMIZ, 0.02% Tween20%&tr20mM Tr i sHEBERE
Bk, pH9. OT2M{EHERLALEIC, 1M TrisTpH#%Z9. OWKMELE,
Z0%, 0.02%Tween20%&%r20mM Tr i sEBBER pHS.
5?&@%Lt05memf%tﬂwﬂ?btmﬁ\W%@W@O.U@@EQ.
5 5ME TON a C 1 DEABEARTH T SMRE LAY R7F FEEH L
o BohEH%2SDS/PAGETHHTL. HL- 5428 LEAZED. B
ZIRONL FaR T RY A MThHTTE, |
(B—TIF) s c(Fv),

s c(Fv),DCMi3, 0.02%Tween20%Ei20mM ErEEIREIX,
pHE. 5 T2ERR LIk, IMBBECTpHE 5. 51CIEELE, 0.02%T
weénzo%ﬁﬂZOnmmw&&@ﬁ\pH5.5ﬁ$%mLtsw&mmme
fast flow # 5 ATHMNF, FHEHHET. Na C 1 JEZ 055 0. 5 M¥E THRL
B, 55 AR LR Y RPF KRB L, BONEESESDS /P

"AGETHIT L., s ¢ (FVv),280ENEED, BIIRONS Faxy 788

A Mkt

(B-TH#) HL-5KVs c (FVv),ONA Fa¥ITRIL o= /57
A= : .
B—TRTALNAHL— SEARVs ¢ (Fv),BAEZREN0.02%
Tween20%&1r10mM Y VEHEEIK, pH7. 0 CHMi{L L A Ko
T REA P NT A BioRad, F471) (ML, FUEMIETH 5 5% g
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ﬁ\UyﬁﬁﬁﬁﬁE%QSMi?Eﬁmﬂiﬁ\ﬁ?AK&%Ltﬁy&j?
FEEH L, #ES%SDS,/PAGETHTL, FEORY X7F FRE %
NOESEEDI, |

(BE=TH8) HL—5RUs c (Fv),DFLiEH

B TR THLNEES % ENEH Centriprep-10 (MILLIPORE) TR L.

0.02%Tween20K00.15M NaCl#%a%r20mM FELEEIR.
pH6. 0 CERLL~ZSuperdex20055Ah (2.6x60cm. 77/b

< U7) Chrit e, HL—513F 4 = —icfifiz. s o (Fv)HL—5&Us o
(F v), 3/ v —ORBICZNENEBE =2 & LTRH SR,
C WVWTNRORBREICRENTY, HL— 5%/ v —|35A 8RS hrofeZ &b
b, —A#EF vOY v h—0O7 I ) BREES 5 BRETHIIT, DHBMIC—FK
HE vOSA~v—DPHRTEBZEBHBALKL, HL-5F A v—BLWs ¢ (F
V), RVTR OB E ki b 40T L 4 B REEOICER S hk,
6. 10 HMscFv<HL—5>DFA~—KkUs c(Fv), ORFHEATEYE
BRINEMABL2-s cFv<HLS5>D#AM<=—RUs c(Fv),0kt k
Integrin Assosiated Protein (I AP) HE~DEAEBET B0, 7a—+
A A MY —BFTork, €N IAPERRT 5~ YA EMAMEKL L 2 10/
Ja (hIAP/L1210) XRiIBELELTpCOS 1/ F—% 5 R T
/vsvLL1210488 (pCOS1,/L1210) 2x1 0%@IZ. 10p
g/ ml OFEMABL2—-s cFv<HL5>D#f<—, MABL2—5s ¢
(Fv), BHERELLTE) 7 a—FAHEMABL— 2, BEAEL LTy
AT gG (Zymed #BY) MR, KECTA v Fan— s P RUEHFOR, 1
Opg/m1@77zﬁFLAGﬁ¢($mM&§)%mito4y%1N—Va

- YRUSEHEOHE, F 1 TCHEEG=Y X 1 g GHifk (BECTON DICKINSON #84) %

ME e, BEALFa~—2a  RUESRD%. FACS c a nit@ (BECTON
Dmnmw&ﬂ)mrﬁ%%EEMEbtu
FTORR, BUMABL2—scFv<HL5>DF#Av—RUMABL 2 —
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sc(Fv),ldh IAP/L1210MMICHERHICESLEZLIZEY, scF
v<HL5>@747—&Usch)mthAP;ﬁLTﬁwﬁﬁﬁ%ﬁT

B emmEhE (D4 2),

6. 11 EHlscFv<HL—-5>D%A<v—KWs c(Fv),Din vitro 7

R bV RABERHE

BB LAMABL2—s c Fv<HL5>DFAv—R&Us o (Fv), Ko<,
ERTAP#RETEALLLLZ1 O (h1AP/L1210) RO K
BmFEMEKCCRF —CEMIZRT A7 R b~ AFEEMA%2Annexin
—V (BOEHRINGER MANNHEIM #LBY) Zufic X WHEf L7,

hIAP/L1210MME5x10EHBVICCRF—CEMMI1x10°
iz, HBMMABL2—-s cFv<HL5>0D#Af~—, MABL2—5sc (F

V), BEXBRLELTE/ZJu—FAHEMABL—2, BEGRELTEUX
I g GEBa 2IRETHRML, 2 ARFRSEE Lz, £DO%. Annex in—V
P47V, FACS ¢ a n#EfE (BECTON DICKINSON #8Y) (T THNIMEE % BIE
Ltc%@ﬁ%\MABLZ—scFv<HL5>®ﬁ4?~&UMABL2—
sc(Fv),lthIAP/L1210, CCRF—CEMOEMAICE L THBEHK
FRUNCAIRREZ FHE L (M4 3), ZOfER. MABL2—scFv<HL5>
DFA<v—RUMABL 2—s c (Fv),i. b&DE) 7 a—FAHHEMABL
— 2 LHBEL TSN TR - VAR EET 52 LRERE,
6. 12 ¥BMscFv<HL—-5>DFA~<—RWs c (F v), DFRMIREER
L

RHEHIS. 15ICH->T, Me OMEOHBLIs ¢ Fv <HL-— 5>054
~—RUs ¢ (F v),nnK5ERR & &k L,

T/ 70 —FAHUEMAB L~ 2 (BHENR) CRmgREsEz 3 0Is L
. —ABHKOMABL 2—s ¢ (Fv),RUMABL 2—s c (Fv)<HL 5
>I3HHE L b o, $1e. MAB L — 2Hifh2 Ak BEEOELIZEA LS
bhiEb ok, TOREETFROES IRT,
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6. 13 FHsc Fv<HL-5>D¥A~—RkUs c(Fv),Nt FEiflE~

DAETMEHT ATIEESR

ERFI6. 8RU6. 9T, FMLEs cFv<HL—5>0D48 A v—
BWs ¢ (F v),iconT, ZOHIBREDHREREBR L, BREMICIIEREFIS. 1
4(3)T#&Ltt$%%ﬁv?Z%?w%mwf\77xm%¢wﬁwé\-
b N EBIBMIAEAS BMS Uy BEEL ] SAKKLVERL, HeTey
ADEFEREERE L, LT, MFFOMS 0 BREOE(LS L UAEFR
ﬁmiofscFv<HL—5>@F4v—&Usomvnoﬁﬁ%@%&ﬂm
Lf:o A '

7285, ARBICBVTHL—5RUs c (Fv),ii, vehicle (150m
M NaCl, aoz%Tweenﬁﬁzmm4%%ﬁ@ﬁ,pH&o)¢®‘
0.01, 0.1 Xx1mg/mlOBEKL LT, E‘-’?’%Zﬁo. 1. 1 F4&iIF10m -
g/ kgiRBEILVACHRE LT, e, HBiTvehiclenHzH
-f_ibto 4 :

B MEESEMIORAET 2 6 B BICMEAER L, MiFFOMS ) HEBEE
LISAIVERFIS. 1 4o THELE, ZOMR, HL - 5HEHR
VF A =—RUs ¢ (Fv), REREI, MFETOMS L3y BRAEE BT
CRL LT (K4 4%8R), £, TOEFHMICOWTIE, HL— 585
B (M45) RUs ¢ (Fv), 858 (M46) #HB (vehiclels
B) LB L CHERATRMOEESEEShE, ShbORRIL. KRR
HL—S&USc@vhﬁ%Vfﬁmﬁwf%ﬁﬂtﬁﬁﬁﬁﬁﬁﬁ?élk%‘“
ALTVS, | o |
Effl7 b AMPLIEX¥T 5t byifkl 2B 5 OHE VIR O LEVERE
EL—AKHEF v ' R
thPLK%?étb%/&ﬁ—fwmwl2B5®vﬁﬁ%:—FT5D_
NAZRD L SITLTHRELR, | '
7. 1 1 2B5HEVERY 32— FT 2 #ETFOMHE
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,tbMPLmﬁéféthﬁ%lZBsﬁﬁvﬁﬁ%:—Fféﬁﬁ%@\a
WEFOHBES @AES55) £AVT, €05 FBICE MIKEET R
DY —&—EF EFIESS56) (Eur. J. Immunol. 1996; 26: 63-69) %l Fé
5 L TRE L, BREFLEEERINIZZAZTNLS b pDA—1—F v 7E

C BIEEOLIICARDAY TRILAFR (12B5VH~-1, 1 2B5VH—

2, 12B5VH—3, 12B5VH—4) Z#4%L, 12B5VH~-1 (&3
%%57)&012B5VH 3 (MFIB%:509) FELLAKMT, 12B5
VH—2 (@FER:58) RU12B5VH—4 @FES: 60) H7oF
BAFHTERENER LI, FERAY IXJ VAF FREAENDOIEHE
LV T v TY sl SMITI74~— (12B5VH-SRI12B5
VH—-A) 2z, EROBGEFEEELL, 26, 12B5VH-S @IF
5:61) BEIHTSA=—TC)—F—BHID 5 KN A TIFA XL, BD
Hind IIIFIRBERBEBESNI 2Oy JBRAERFOLIIC, £/21 2B
S5VH—A (BIES: 62) 3EHF /54— THHVEROCKREZ 2 — F
THEERFNCNA TY FA XL, BOAFFA R FF—WFIZHWICB a mH
1 HIRREERFEMESI 2 o & 5 K ENBRERE LT, |
 PCR®E#®100nlix, 10pl®d10xPCR Gold Buffer II, 1. 5mM
MgCl, 0.08mM dNTPs(dATP‘dGTP\dCTP;dTT
P). 52=y h@®DNAKRY X5 —+F AmpliTaq Gold (LA PERKIN ELMER #-5U) .
2.563%w[pmh]fomémiuﬁﬂyvt%kl2B5VH%1~4%
EH L. 9 A COMHBREIZT SHZELTRIZIACITT2HM, 55CIKT
2%%&372tm12\ﬁ@#47»&2@ﬁﬁbt¢ lOOpmoleT
SDMUTFA~+—~12B5VH-SRUL 2B5VH-AZM%. X5
4°CICT3 OPM. 55CIKT3 OMMRUT7 2CIKT LAHAMDY A7 /1%3 5

'@ﬁﬁbt& RISBEEMEEIZ 7 2°CT5 oMmak L,

PCREBMITL. 5 %EMRT VO —2 71 (Sigma #HB) ZRMVHER LK,
HIRREER B amH I RUH i nd III TH{LL. b FHEREA~NS ¥ —HEF ~

gylitzo—=y2 L%, DNABRJIREDHE. ELWDNARFIZETSDN
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AMIF %GS5 AI K2 HEF—12B5H—gyl &L, |
Xbit, HEF—12B5H— gyl 2#IBEBREco RI LB amH I

TH{bL., 1 2B5VHZ2— F4AEETFEHRLA%, £ MF a b HERE

Ry H—pCOS—FdAdIRHWALpFd—12B5H%%Bk, #B, t hkFab
Hﬁ%ﬁNﬁa—MEbﬁwHﬁVﬁﬁkiﬁﬁﬁ%j—PT%EE%%K@E A
+B4 Y h U EER LN FHEERERO— R = — KT BRETF ST
DNA (BFIBE6 3) %P CRERAVEIELLE, BMRREER~Y 5 —p
COS 1IKHATHZ L THELIAY F—ThHD, t PHEERTRIHEF
—gylzEHRL L, ERLFAKROFETICTEGFOBBEITY., FISTTI7A4 <.
—L LA br 1D5 WOBNENLTYFAL XL, BDOEc oRIRUB
amH T HIRBRBHES 2 ETHL R LIEG1CHL - S (BFIES6
4)%, BH774~—L LTt NHEEEEBRCHL FAA D3 #HHDODNA
EALTYF4 XL, Bt v VREO—HE 2 — K385, —E0ELE= F
YBLUBg | I HIRERRMBUEZETIIOKRILEZGICHL —A
FIFE6 5) HAV i, | |

75 AXAIKHEF—12B5H—gyl&RWpFd—12B5HIEENIFHE
A1 2 B 5 HE{M AR OWEEFR VT I / BEFI 2 EFIES : 6 6177,

7. 2 12BSLEVERE:T— I 3RETFOEE

E MMPLICHEAET DL Mkl 2B 5 LAVIEEE = — FT2E8EFIR, &
BEFOEEERS EHES67) AV, Z0O5 KFICE MUKRIEF3ID6
mm.mmkw.m%:w;wm)m%09~ﬁ4%ﬂ(ﬁm§%68)%ﬁﬁ
EEBIETWE L, B LIEERINI EREFRICZAEN 15 bp DA
=5y TEFIEHDE DI ARDAY TR LAFF (12B5VL-1,
12B5VL—2, 12B5VL—38, 12B5VL—4) ZHEL, Thth
&MUk, 12B5VL—1 (EFIES: 69) RUL2B5VL—3 (EHE
%:71) 3t AES, 12B5VL—2 @EHES: 70) RU12B5V
L—4 (BYES: 72) 37oF2AEHEHL, FERA Y IXIVvFF
F@%ﬂ%nwﬁﬁﬁKiDTytijé&tﬁ\%M7§47—(12B5



- 10

15

20

25

WO 02/33073 ' , : _ PCT/JP01/09260

59

VL-SRU12B5VL—A) #Mx, 2EDEETF LB LK, 25, 12

B5VL—S (BFIES: 738) BEHTIA~v—TY—&—EHD 5’ Kz
A7VFAXL, B5H i nd III #HIREERRBESL b =¥ v 7 BFl 23
DESI, ¥12B5VL—A (EHER: 74) BEF 754 ~v—TLEV
TRD CR % 2— FTBEERINCNS TY FL XL, BORTTA R RF—

- EFI2BUNCB a mH I HIIRBEREMESI 2150 & 3 KT TR L,

P CREMIXLTR E RBITITV, PORERMIZ L. 5 %EBET Vo —2 5L
(Signa #84) % VIS L7 %%, HIBRREKB amH I ROH i nd 111 Tk
L\tbLﬁ%ﬁ&ﬁ&eHEF—gxm¢u~:y7LtoDNAmﬂ&E@_
%. ELVWDNAERSIZ2HTADNAKA G 75 AI R4 HEF—12B5
L—gx @ Lk, AZ7523I FHEF—12B5L— gk (C& £ 5HHR
1 2B 5 LAVEROEERFIR T 2/ BRI LENES : 7 51577,
7. 3 THHRR1 2B 5—AMF v (s c Fv)DER

B 1 2B SHtk—ABF vid1 2B 5 VH—) v ——12B5V LOJ
&L, TOCKRMIIIMHR UHREEHICTHHICF L AGHES| (BFIE
B 76) BAMTSI LCRELE, S6i. UL a—EFIE(G] y,Se 1),
@157&/%#6&59yw~Mﬂ%mw\ﬁ%m1235~$ﬁFv(sc
12B5) #WELE, | |

(1) 15782672230 h—EIERO-EHER]L 2B 5—4K#F vD
fER | |

L5T7 I/ BIrbRD ) I—2AV B L 2B 5HA—&A@EF vEa—
FTéEE%MlZBSH%Vﬁﬁ\Uyﬁ—ﬁﬁ\&UIZBSLﬁVﬁW%
TNENPCRELAVTHIBL, BT L VMELE, ZOFESE
4 TITHEEENRT, BER 1 2B 5—&$F v OERDOEDIC6BOPCRY
347—(A~F)%E%Lto7§4?—A\C&UE@?VR%@&%L\
#54<=—B. DRUFIRT v Fb v ARA2EF5,

HEV Ok DORIE S 51~ —1 2B 58 (F54~v—A. RIIES -
77) W HBE) — 5 —EFID 5 KA T U 54 X LEDE ¢ o R I HIIREE
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%%%%&%ﬁ?éiﬁéE%LtyHﬁVﬁﬁ®tb@&ﬁ7§4?-HuV
HJ3 (F514~—B, BFIEE: 78) 1. H%Vﬁm@CX%%Z_FT6
 DNAKRALTY 54 X435 L5 IC8E L,

)yw—@tbwmﬁfﬁ4v~RHuJH3(7§4v~c\%ﬂ§%:7
9) 1 VN —DONFKEEI—FTEDNALNATY ¥4 XLEOHEVEE
HOCKBE T — FTEDNALA——F v P+ B L5 I Lic, ) b—
@tb@&ﬁ7747—RHuVKl(7747—D\EW§%;80)M{D
YN —DCHKE T~ FFBDNAKAA T Y F4 X LE- LGV EHO Nk
22— KT B3DNALA—A—F 9745 L5 IR LI,

LEVEBOEDORIE I 4w —HuVKL. 2 (F5(~—E, EFIBE:
81) BRLEAVEIRONKME 2— KT EDNARANAS T Y FA XTBE DI
BLik, LEVIERORDORFFSAv—12B5F A (F54v—F. &
FIES : 8 2) k. LEVIEROCHKME 2— FFEDNAKAL 7Y ¥4 XL

" HoF LAGARZSF Mg a2— K3 585 (Hopp, T. P. &. Bio/Technology, 6,

1204-1210, 1988). 2@@%3ﬁ¢:b/&0NotIﬁm%§ BB ZF T
BEOICHE LT,

F—PCREBRIZBVWT3IS>ORIEA~B, C—DRUE—F %7, 2L T
- PCRm%@%nL30@PCR$&%%%%BE¢@W@&&£DT/t'
Y7V ERT, RIC, T7IA4<—ARVFEMRXT, 157 I /8N bRBY Y
A—ZRNIEERKL2BS—FA$HF vEa— F4+32RDNAZBELE (B
ZPCR), &ﬁ\%~PCRKﬁwTd\ﬁ%&izBSHﬁvﬁﬁ%:—F¢

B577AIFHEF—12B5H—gyl (EHfl7. 18K, Gly Gl

y Gly Gly Ser Gly Gly Gly Gly Ser GI1
y Gly Gly Gly Ser®»bR3)Up—4EE y=2—FT3DNA

- B2l (EEFIFBE . 8 3) (Huston, J. S. &. Proc. Natl. Acad. Sci. USA, 85,

6879-5883, 1988) 2 EATHBHTZAIFpSCFVT7—hM21 (k ML
ONS —M 2 1%4ifk) (Ohtomo, T. 5. Anticancer Res. 18 (1998), 4311-4316).
&UﬁﬁmlzssL%vﬁWQ:~F?5772sBHEF—lzBsL—gx
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CEHHIT. 22BH) FThEEEL LTV,
%—PCRﬁﬁwwmsoplu\5p1®10xPCRGMdMﬁmIL'L
5mM MgCl,, 0.08mM dNTPs, 52=y hODNARY 45—

¥ AmpliTag Gold (LA_L PERKIN ELMER#L8). 100 pmo | e TODET 54

- w—RU100n gPEHHDNAREH L. 9 4 COPHBEIZTINMEL

TRIZ9 4°CIZT3 OFE. 55CIZT3 0OBERUT 2°CIET 1 BB DH A 2

NEBSERE LIk, RISRAWEEIT 2CTS SMMBLLE,

PCRAMMA—B, C—D. ROE—FREPCRTT v&v 7l Lk,
BTPCRIZBVT, 888 LT1nl OF—PCREBSHA—B, 0.5p1 D
PCREEWC DRV 1nl DPCREEHE—F. 10nlD10xPCR
Gold Buffer II, 1.5mM MgCl, 0.08mM dNTPs, 52=ykh
DDNAKY * 5—+ AmpliTaq Gold (Bt PERKIN ELMER #-8) %#&4+ 508
nl OPCREAHE. 9 4COTMIREICT9AMZ LTKIZ 9 4°CIZT 2 450,
6 5CIT2HMRVT7 2CIKT 2 /MDY A 7 1% 2ERE Lk, ThEh
100pmol eFTODFS5Av—ARVFEMAT, £LTI94CICT30R
., 55CIKT3 OMMERWT 2CICT1HEDOY A 2 1% 3 5ERE LI,
RSBEY%E 7 2°CITT 5 oBmE Lk, |

FZPCRICEKVAELADNAKF % 1. 5 BEBRT Vo -2V ERNTHE
WL, EcoRIRUNo t I THILL, HBo5N7DNAKRF%ZpCHO 1 ~X”
5—BLUPpCOS1_yF— (BEFES—255196) cru—=v7LEk,
23, AREAYF—pCHO11Z. DHFR—AE—1 vH—PM1—f (WO
92/19759%%)#6\EcoRI&GSmalmmm;Dﬁ¢§E%%
H%L. EcoRI—NotI—BamH ]I Adaptor (EBEEHE) %
BRETHZELICLVBE LRI 4 —ThHB, DNARSIREDHK, BHR1 2
BS—AHF vOELWT I/ EESZ=— FT2DNABMAZELTIAIR
#pCHO—sc12BSRUpPCOS—scl2B5LAfLlk, £7T23
FpCHO—scl2B5RUpCOS—scl2BSIEENIEMML 2B
5 —AF v OFEIIIR T L/ BEELSI 4 EFIES © 8 417 TS '
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7. 4 ﬁ%mm%mwtﬁlzBsﬁw(lgG,Fab)&w—xﬁrvﬂ

YNRTF FOES

1 2B 54k (1gG. Fab) RUL 2B 5HAMEO—KBEF v (HJ~2
7F F) 3COS— 7THIXIZCHOMME V- REE ¥, -
COS— 7THEZAVE—BMNRERIIRDOLIICLTT . Thabb,
Geneb Pulser &8 (BioRad ) 2HWiEx L7 bnKL—v3 .‘/YHCJ:D Bi=
FHALE, 12B5HE (I ¢G) ORECEMRORBER~Y ¥ —HEF — 1
2B5H— gyl RUHEF—12B5L—gk®&10pg?To%, 12B5Fa
bW DEBCIIpFd— 1 2B5HLHEF—12B5L—gx%10ngdo
., —A#F vORBUTIIpCOS—sc12B5 (10pg) *PBSIKEEL
LCOS—7HIE (1x10"#ilE /m1) 0.8mlICEBEL, ¥a~y MNIMX,
1.5kV, 25pFDOERBICTAINVREE %27, BRICT1 05MoBEESIR |
D%, =L brRL—y s VBESAAAE, 10%0Y VIRRLIEESH
T3 DMEMSHL (GIBCO BRL #EBY) 120X 3% Lk, #Mpustiete, ML P B
ST—EFEE L, XLIZEMFHECHO-S-SFM IT#HFH#hEML, &5I22
AR L7, 8 A0 UMMM I8E L%, 0. 2 2pmD T4 L
F—%BTI L TRELE,
T 12B5#¢$%®—¢%Fv(ﬁv&f?ﬁ)wﬁ”%%ﬁCHom'
FABREMINLT D7D, pCHO—s ¢ 1 2B5SRHARS ¥— %Tﬂ@kaCH
oF i ﬁr%ﬁALLO

- § 7235, Gene Pulser 3#%fE (BloRad a0y %Fﬁb‘ﬁ_lvﬁ beRL—vav
BiC LU BB~ F— & CHOMIICHA LT, HIEREEP v u I THLLES
HRIZLADNA (100peg) & PBSKERLECHOMEA (1x1 0",/
ml)wo8m1&ﬁAbt5@%%nm/bLMxm¢rlo SHERE LR,
1.5kV, 25pFDORBICT/UVRAEREZT, ZRIZT10%, YR B SR
D%, TLy buRl—Y s LABENEMRE. 10%0Y VIERLELEH
THCHO—S—SFM II (GIBCO BRL #:B) (chnzig# L7, HE2A%KICS
nM A b bLEg—b (SIMAHE) 26U 1 0%y ViRRMIEZELCH
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o—s—SFMiImmmBmﬁ&)KT%%Ltoﬁbntﬁu—ymowr
FEBOB 7 m— %1 2B 5—KEF v OELMAKE LCBRLE, 5n
MA b b LF4—h (SIGMA #8) 2 G EMEEHCHO—S—SFM II

(GIBCO BRL #HM) \o CHEMH. 53 LI M0 . EUABEC & 0 MK £ 1%

R LTEE EEEE,
7. 5 CHOMBEAD1 2B 5 HED—ALF v QR

7.4Tﬁ6nt1235 $ﬁFv%ﬁCHOEE%@%%L%#B@%
@ﬁ ﬁFLAG#¢ﬁ7A&U#wﬁ@ﬁ7ALiDﬁoto

(1)#FLAG#¢$3A

HEEE BIEIE. PBST?&mLt FLAG M2774=74—%) (SIGMA
ﬁ@)CmetuWﬁ@WTW7A%%#&\ﬁ@ﬁ%&lMﬁUyVﬁ@ﬁ_
B (pH3.5) THTACRE LABEELHEH L, BHES L, BHEE
HIZ 1M b U REBEEIR (pHS. 0) ML THALE, SDS—PAGET
EHES Z 2 L, — AR F v 23550 S h @) \7& Centricon-10 (MILLIPORE #t
B ZRVTEME LK,

(2) FNiEd

(1) DBRMHKIT, 0.01%Tween20%ELPBS THFHLLALSuD
erdexzoOﬁiA(1m®oomm;mmwmpmwmm&§)Kmm
L7,
scl2B5i2200E—2 (A, B) AP THEHLE (M4 8 2BM),
BE55A B¥14%—SDS—RBYT2ZIATI FFAERCTHN Lk, +v
FAERTEEN, FRMTOEL, La emm | | OFECE L TERKEE
' \%@%EEE%&vv—jﬂ979b7w~%étt;@49&%Tl5

- ESZA. BT OETRORMOFTECED LT, BRAT EOSFER S

'1ka¥~A/F&§Kt°E JARUB%Z#Superdex200 PC 3.

2/30(&2x300mm mwwmpmmmmﬁﬁ)%mwt#wﬁ@k

VBT LSRR, BSATREESTEONFREIN44kD. EHBTRRA2 2k

DitEHEN (K50 akRUbaR), ULoBEEM»S, EHAIXsc12B
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5 —AHF v OHKXFHEMS 1 ~v—T, BIXE/ ~—Th 5,
7. 6 %ﬁ“$ﬁFv®TPOﬁ7ﬁ:xﬁﬁ&@mﬁ

ERTPOSEE (MPL) #%8+2Ba/F 34 (BaF/mpl) (33 514
FEEMERRET D ZLITL» T, HfIMP L—A$HIEDO T P OBIEHE 2 HEH L 7=,

"BaF/Mp 1#8%., 1% RRME (GIBCOHRE) #ELRPMI 164

M$ﬁmmm&@)vzﬁﬁﬁbtoﬁ\5x1mmm/m1®mmﬁﬁm&
B &5 IR LTs, FIMP L—ASHAEEAIZE FTPO (RED Systens
) EHEMCESICARL, MREEIES On l IKHELIZE FTPOARIK
50nl1ZMATIOE6RTAI/ Y= LEET L~ (Falcon #H8) 124 L,
COfvrFan—F— (CO,MRE: 5%) T2 AMEEELL, &% WS
T—8BK (EMIEBERESF : T4 7R /48 %1 0p 1Mz, ik
AU IEEE R SPECTRA Fluor (TECAN#Y) %AV CHIEEE 450 nm. &
IR 6 2 0 nmOBHEZRELL, COf vFa—g— (CO,BE
5%) T2BEMA > % 22— b Lz, SPECTRA Fluor 2BV TEHERERE 4
50nm, AEHE6 20 nmORKELHE L, WS T— 8 REHAMMEK
KIELTERE45 0 nmOBBRIGEETAZ b, 2EHOERLESLEE
BIZBaF /Mp | HEEEEZKOL S ICEH LAZED 5 OfEIC & Y EEE L7,
FY. REEhEROGE., BB AIAREL L, FORMRSHBRNE TS h—lEL
RRHEEFEEEL 0 0% L, RISHES 0 %MEDKIDICES < EAEEIC
LOELREBT, ThABRISES 0%L B AHARELEHL, ZhEED
5018 L7z, | |

£ 2BSHAD T2 RESELCOS— 7THMIEOEELESB N, MPL
CRHTH7 T=A MEMEAIE LR, B5 LICRT & TR/ mMis=
fTH512B5 1gGTIHBEKTENCEAEDOLANSBDOLNTPOKEDT
=R MEMERLAEDIHL (ED50; 29 nM). HEESBLS—ETH
61ZBSFab@?ﬁszﬁﬁ@##K@waﬁbot(EDSO;ﬁ&
724n0M), TRICKHL, Fa b bRRICARESBULI—HTHE—AEF v.
(scl2B5) ICBWTIXEDS5 07 5 nM&é’ﬁu\T;f‘:z b IEMEDER
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bivle, L Lanb, —A$4F v CizH#., LESTEERIIFELETES TN
BLTWAREDIT, BT T& TGRSR oS FOREERE M4 LT
BAESOEBEPTRTEZEBMENATWD, F2 T, FAEBEBVEE s

C C12B5OATREME LR, SKEEE (B v—) LITEME (54

v =) EBADNDHFERDON (R4 8288, T, B/ v—L A

w—Dscl2B5FTNENEEL (F50%8M), ThHLOMPLIEHTS

TI=Z MEMEARAIELAER, K5 1RUV5 2ICFTLEIICsc 1L 2B5E )
~—TIXED 5 OfE#4 43 8. 7nM& COS — 7 MaADEHE EEL AV HR
R, 7= MEMOEBAER SN, FRCK L. ZMOBRERS S AL

 BEoO—F@EFv (sc12B5¥Av—) TH—i®scl2B5ikxLi4

0 OfFmW\T7 d=X MEMZEZRLAE (ED50; 10.1nM), IHIZ, ZfD
—AGF v TilE FTPORLUNC L 2B5 1 gGOTI=R rEHLRIZ L L
<d%h%i®7ﬁ:ZFEﬁ%mbto _
EHepls (v FMPLICRT 5 bifhl 2E 1 0 AR E = — ¥ 5=
F O |
tbMPLK%Tétb%/&u—fmﬁﬁl2E10@ﬂ%ﬁﬁ%:~PT
HDNARRDE S I L THEE LK,

8. 1 12E]1 OHSHERREI— NI 2 #ETOMHE

E FMPLIZREETHE ML 2 E 1 O HEFEFEELZ = — F T3 8EEFIX
w099/10494w%&®7:/&mﬂ(mﬂg%ss)%éuﬁﬂ%vs
6ITRTHERSIERE L, E6IT, 205 Hice MikBEFEEDO ) —F
—&5) (A51%ES87) (GenBank accession No. AFO06
2252) REfEEED L TEEOHERS %8R LT, ="*=+L,7Uﬁgﬁaﬁmi
INENLS5bpDA—N—F v 7ERIEFHEOLIICAEDA ) IX7 LFF K
(L2E10VH1, 12E10VH2, 12E10VH3, 12E10VH
4) KHEL, 12E10VH1 (E%I%F%:88) RX12E10VH3 (&
SIES: 90) HEVAFMT, L2ELOVH2 (@SIES: 89) RUL2
E10VHA4 GEFIES:91) 37 v FErAFATENENERLE, &8
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BAY IR LAF NRERENORBEIC LY 7 v 7Y Seitk. MU

_54?*(12E10VHS&012E10VHA)%Mi\éﬁwﬁﬁ%éﬁ

fEL7. 2%, 12E10VHS (MBS : 92) BEA7IA~—T)—%
—EHID 5 WA T Y F A AL, BoHind 1 1 I HIFRBEREMESIR D
oy JESIERFOL DI, L1 2E10VHA (EFIHES : 93) 3#S
754 v —THEFEREED CR % 2 — KT 3 HERSIC A 7Y ¥4 XL,
BoRF5 A R FF—EF72 5B a mH I HIRBREREIER- L 5t
NEERE LT,

PCR¥W#100nlix, 10nl®10XPCR Gold Buffer
IT. 1.5mM MgGCl, 0.08mM dNTPs (dATP, dGTP,
dCTP, dTTP), 52=y h®ODNAKY x5—+FAmpliTaq -

Go 1 d (BLLPERKIN ELMER #8)), 2. 5 aEATODERA) ITX7 L
AFRFL12BS5VH—-1~4%28HL. 94 COPPBREICTINME LTRIC
94CIET2%5M. 55 CIKRT2HMEVT7 2 CITT 2 MDY A 7% 2EIK
BLEH. 100 pmo | e ToDIUFSA~—12E1OVHSRUL 2E
10 VHARMA, 85129 4°CIKT3 0B, 55CIKT3 0BERLT 2°C
CTLORADYA 2% 3 5EIRE Lk, KIGREWEEIZT7 2°CT 5 55/m

o L7,

PCRAMMIZL. 5 %ERMAT Ha—RAF )L (Signa tHH) ZAVRERLE
%, BIRBERB amH [ RUH ind 11 1THL, & FHERENY §—H
EF—gylis a—=2 L, DNARFIREDS, ELVDNARIEET
6DNAMH&€UV?Z£P%HEF?leloH—gyl&ﬁﬁbto

&b, HEF—12E1O0H— gyl #HIRBKE c oR 1 B5UICB a mH
ITHEL. 12E10VHEa—FJ2BEFERBYLAEL, £ FFa bHEH

BB~V F—pCOS—FdifALpFd—12E10H%B%, 2B, kb

Fa b HBERE~Y & —i3t MUKHE VIR L EHESE = — KT 5 @ETH
CHET DA > b ofEfiebice P HEERFERO—8% 2— FT 5 8EF
#BLDNA (EFIES63) Ko TP CRIEZAVTHIELKE. BRI
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BRA~ 5 —pCOS LICBATEZ L THE LAY ¥ —ThB, b hHE
BRI HE F— gyl 280 L. L& FBORETIC CGRETFORIBETT
V., BIEZSA4=—&LTA > by 105 BomSIENA TV FAL XL, BED
EcoRIRUBamH I HIRBEREMENEAT5 L >R LEG 1 CHL

=S (RAWWEE64) ¥, BFTSF5A4~—L LTkt FHS{EEBERCH L FAA

YD WMODNARKNAT Y FA XL, Bk VEEO—E% 2 — N3 585,
CEOHIED KB EUB ¢ | 11 AIRBRBRIE AT 5 £ O ICRELEG 1
CH1-A (@IES65) ¥k,
73AIFHEF—12E10H—gylRUpFd—12E10HKEEND
ﬁ%&lZElOH%ﬂ%ﬁﬁ@ﬁﬁmw&UTS/Mﬁﬂ%ﬁﬂ%%:94&
2N '

8. 2 12E10LSFAEREEEI— N 2BIETOME

& NMP LICRATHE NS 1 2E 1 0 LAEHENE 3 — K5 8ETFE
WO99,/10494TREDOT I/ EES @IIES95) ZEICEIIES 9
6 IR HERSIZERE Lic, D12, TO5 MWk MABBGEFHERDY —F
—E25] (EFIBEE97) Mol. Immunol. 1992;29:1515—
1518) ¥ERSEHT & TR L, BEHLIEERSIE LR E Acth
TN15bpDA—/N=T vy TESIEZFOLIICARDFY TR VAFF (L
2EL1O0VL1, 12E10VL2, 12E10VL3, L2E10VL4) it
SEIL, ZRENAKLE, 12E10VL1 (BSIES: 98) RUL2E1
OVL3 (EFIEF:100) (T AEF. 12E10VL2 EWHEE: 9
9) R12E10VLA (BAES:101) K7 o F v AEREAEL, 4
BHAY TR VAF RRENENOBHMIC LD 7 vt L7 ) S8k, M
754~v— (12ELOVLSRKERWL2E10VLA) 2%, 2RDEGEF%
HIE L%, %%, 12E10VLS @AES: 102) BHIHFTTA7—T)
~ 5 —BFID 5 BN 7Y FA XL, BE ¢ oR 1 HIBERBMERA b1
Ay JESIEROLIW, £12EL10VLA (EIIES: 103) 3%
HT7A4A~—TLHAEREBO CRitz 2 — KT DEEEFNIAA TV FAL XL,
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E-2B 1 n | HIRRERZBBES2FOL D ICENFNRE Lz,

P CREIGIZ.ER L RIS, PCRARMIZL. 5 BIERAT Ho— 2450
(Sigma #8Y) &RV L%, HIBEKE c oRIKUB I n 1 THLEL, -
BRI ASHERERBETEERTHpUCLINI I —itym—=V T LE,
DNABBIREDH, ELVDNAEIEHTH5DNAMAZELT 72T Fe
BIEERE c oR I THLL. 1 2F 10 LEFEERRL k5 A5y EEHR
a2 — K RETEMML, SLCHB~/F—pCOS LIHAL, 12
E10L&EETF @FER: 104) 2 >75XIFK#pCOS—12E1
OL&fms L,

8. 3 BMRLI2E1 0—AMF vl

B 1 2E 1 OFfi—A@F vid12ELOVH-Y v h——12E10V
LOWEE L, ZOCKBITRIMROBRERSICTHDICF LAGES (&
FIBE: 105) RfIMT B & TRILE, Vob—EFliz (Gly,Ser) ;.
D157/ EHPE%RDY S H—EFl, ¥hit® (Gly,Ser) P57 I/
Broi2d Y h—EHIAV., BHE12E108Fy ‘(s cl2E10BXW

db12E10) 2L~

(1) S573I/7BrokdY h—@ilEAVAEE#ER1I2E1 0—&HFv
DfEM ~ | | .
57X /BMBRDY L A—EFIE AN EERRL 2 E 1 0—AKEF v a—
F428EFIX12E 1 OHEHVER2 - FT3&EFO 3. RUYL2E1
OL%Vﬁﬁ%:—FTéﬁﬁ%@aﬁk(Glyﬁer»;mgaéuyj~

C Ea— Ry AEERS NI EREFICOVWTERENP CRIEFAVTHE

L. BT 5 LICE VS LT, B 2 E 1 0—AG(F v RO D
WCABDPCRT754v— (A~D) 2ERALEZ, 754 —ARVCITEV R
BFIEE L, 751 v—BBLUDRT VT b  ARREHT S,
HEVEBOLHOMFE 7I 1< —x12E108 (FFA4~v—A, BFIE
2:106) 2AV, HEVEROLDO%REF T4 v—DB2 (F54<—B,
BRSIES : 107) 1%, HEVEROCKEE 23— K+ 3DNAIASL T Y &4
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AL, B2 (Gly,Ser) mbks Y vi—k o Ky 3HERFR 6O
LﬁvﬁmwNX%%n—F?éﬁ%%ﬂ%ﬁf%ia BE LK,
'L%Vﬁﬁwtwwmﬁ7347~DBl(7347~C\mﬂ$%:10
8) 13 LEVERONKIE T — FTBDNAIALZY 4 XL, B (G 1
viSer) BBRBYLI—%a— N BEERFI b U HELVIEED C 5K

kT T AHERIIAET 5 L 5 R L, LBVESOEDORE TS

A<—iZ12E10FA (F5(4=—D, BFIEL: 109) I3LETEEEC
K% a— FFBDNAKAS T Y F4 XL, BOF LAG#%=— F¥ BHER
FZHL. SHICNo t I HIFREERBMmNME2E TS & 5 IClet L,

B—PCREMIZ mrzomﬁmA BEWUC—D#%ITV, ZLTHE—PC
ROOB/BONAE2ODPCREBMZZNG BEOMBMICLY T v 7Y &
¥, KIZ, 7T74v—ARUDEMET, 573 /Bbbas Y v i—2A
EHR12E10— —AHF viEa—FT22EDNAXIELE BE-PCR),
2SN %~PCR¢kwri\ﬁ%&lZBlOH%Vﬁﬁ%:—%?677x
:FHEF—lZElOH—gyl(¥MW8 1%88) RUBHR12E10
LEVERL 22— FT375 X3 bpcos—12E10L(£mm 138
W) 2R THEE L LTAVE,

#—P CREMEDOEIKES Onlit, 5p1 D1 OXxPCR Gold Buff
er II, 1.5mM MgClz\.,0.08mM dNTPs., 5=y +®dD
NARYAS—F¥Ampl iTaq Gold (LLEPERKIN ELMER ##) . 1 0
OEIELFTODHETF5744+—RUL00n g DREFADNAZEH L, 94°C
DYHHREIC T INME L TKIZ9 4°CIZT 3 0OFR. 5 5CIZT 3 0 BRE
7T2CICT1IMOI A I/ V%3 SERE Lick, RNBEWEEICT 2°CT5
SEmBA LI, |

PCRE&%A—B(429bp)&UC—D(395bp)m%:PCRf
Tytr7Y iz, BPCRIEHNT, BB L LT 1pL S o0%—P CRER
MA—BRUPCRERMC—D, 100 E2EAFODETFS A v—. 10pl
®10XPCR Gold Buffer II, 1.5mM MgCl, 0.08
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mM dNTPs. 52=y hODNAKU AF5—FAmp ] iTaaq
Go 1 d (ALPERKIN ELMER #:8) 2&ET598nl DPCREBAMKE, L

LR BT ORI S S,

%:PCRK&DEDK?Q5bp®DNA%ﬁmomf1 s%ﬁmﬁ7ﬁ
B—ASAEFRNTHER L%, EcoRIKEUNO t. I TH{LL, B5hiD
NAWH % p CHO 1~/ #—%1idp COS L <7 F—icy m—=v 7 Lk,
723, AR~ F—pCHO1ii, DHFR—AE—RVH—-PM1—f (WO
92/19759%%)»6\EcoRI&USmaI%mm;bﬁﬁﬁﬁ%%
HIBRL, EcoRI—NotI~BamHI Adaptor (EE&HE &
BRETDIZLICEVBE LR 4 —ThD, DNABRFIREDE, BHR1 2

 BS5—A#HF vOELWT I JVEBES =2 — RTADNAMR2ELT72IF

ZpCHO—db12E10, RUpCOS—db1l2ELO0LM&LE, &S .
ZAIFpCHO—-db12E10RNpCOS—db1l12E1 Oilaiﬂ’béﬁ
WAL 2 E 1 O—AHF v OREESIROT < / BEFIZEFIES : 1101w
7. | | |

(2) 1573 /@»olkdY) v W—FFEBAVAFHERL2FE 1 0—4&#F v
DIER ,

157 3/ Bhbd ) o —EsE AV EBER L 2E 1 O—A$F v =
— F¥B®ETFIL 2E 10 HEVIERE = — F¥ 58EF0 3", KU1 2E
1 0 LEVIEE = — RT3 REFOSMICENENR (Gly,Ser) PbR
B Y rh—%a— Ky 2EERS A M S BEFICONT, THERP CR

EERVTRIBL, BRI LIRS LL, BRI 2ELO—ABF v

DERDODICABOPCRFFA=— (A~D) #FfALE, 7514 ~—AR
CCREVABRIEZHF L, 7744 ~—BBLUODRT > F 2 2BAEEHT B,
HIV RO DOME T 54 v—151 2E1 08 (P54 v—A, BFIE
%:106)%%w\Hﬁvﬁﬁ@tb®%ﬁ754v—sc¢3(?737—
B, EFIES: 111) i3, HEVEROCKHEE T — FFBDNAATY
FALXL, B2 (Gly,Ser) »oRBIVyI—%a— T HEERIRS
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VR LEVERONKSEE 3 — K5 EERAEET S & 5 R LE,

LEVESOEBORE TS A v—s c 1.3 (F54<—C. EFIEE: 11
2) BRLEAVERONKELZ 23— FF3DNARKNA TV ¥4 XL, B2 (G

ViSer) (HbizBYrh—ka— KT AEERFR L CHEVEROCK
R o N AEERSEZETA LD ICRE L, LEVEROLDORE TS

A%—Z12E10FA (F7A~<—D, EFIEE:109) FLHFEFREC
Kz 2~ FFBDNARNA TV FA XL, BOFLAG% 32— FT 3HER
BIEH L. SHICNo t I BIMBERBHMM LA TS L D ICRE LE,
F—PCREBIIBVWT2OORISA-—BRUIC—DEIFV, FLTHE—PC
RPBE/ONIE2OOPCREBMEENLBEOHEBRHIC IV T vV TY &
%ﬁoﬁﬂg7§47—A&0D%MiT\lSTi/@#E&éUVﬁ*%m
wtﬁﬁﬁl2E10~$%FV%Z_F?5£EDNA%ﬁ@Lt(%:PC
R), 2B, FB—PCRIZBV\TiZ, BHK12E1 0 —A#HF v¥a— T3
§ZinCOS~db12E10(¥WW&1(D%%%)%%ﬁ&bfﬁw
. : |
B—PCREBMBOBIKS Oplit, 5pl ®10xExTaq Buffer.
0.4mM dNTPs, 2. 52=y hODNARY A5—F¥TaKaRa
ExTaq (UEEEEHE), 100324208754 v—RU10n
gDEHEDNAZEARAL, 9 4 COYWREICT3 OBME LTKRIK94CiK
T15HWHRVT 2CRXT2HHDY A7 V& 5E, 94CRTL 5PHRRVT
OCKT2RMOYA 7% 5E, 94°CIZTTL 5HEERV6 8CILT 20D
VA7 N% 2 SERB LS, RISBAMEEICT 2°CT5 HMMALE,
PCRABMA—B (477bp) RIC—D (447bp) iIIE_PCRT
Tykry7Y Lk, BIZPCRIZKEWT, L LT1pL ¢ o0E—P CREMG
%A—B&UPCR&E%C—D\1008:%»?0@7547~A&0D\
5u1M10xExTaq Buffer, 0.4mM dNTPs, 2.52=y
PODNARY A7—¥TaKaRa ExTaq (UEEBEEHE) 2ESEL.

LR EHEDOELET CRIG S ¥,
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%:PCRK&DEDRS25bp®DNA%ﬁK5le.O%ﬁ@ﬁ?ﬁ
R—R7NERCTHBML, EcoRIRUNO t I THLL, BoN7~DNA

 WiFEpCHO1RS ¥ —F/idpCOS 1y F—ltsa—=24 L%, DN

ABRSIREDHE, BHR1 2E 1 0—&$HF vOIELWT I /BRI % 2— K
HDNAWIH#ED 75 AI F&#pCHO—sc12E10RUpCOS—s ¢
12E10¢RkLE, A7523 FpCHO~sc12E10RUpCOS—
Sel2E10KEENBAMRL 2 E L 0—AME v ORERARVT S /B
BFIAESIES : 11 3177,

8. 4 @%%m%%wt%leloﬁm(lgG\Fab)&U‘#ﬁFv_,
RY RFF FO5EH

12E10%ik (1gG. Fab) 25T 2E 1 OHikESRO—&F v
(Vou—BFI57 I /B, 1573 /8) BCOS— 7L LZCHOM
BEBCERERE, |
COS-7MREMNE—BRRFRIIRDO LI LTITok, Thbb, Ge
ne Pulser I I#E (BioRad &) £MNETLY hrfl—i s ik
LD BETEALL, 1 2E 1 05k (1 gG) ORBUCIFROREAS »
—HEF~12E10H—gylRU®*pCOS—12E10L&1LOpgd 0%,
12E10F a bWiHDRERICIEPFd—12E10HEPCOS—12E10
L%lOpgfo%\*K%Fv@%ﬁﬁ&pcos—sc12E10(10p
g) ¥£701¥pCOS—db12E10 (10ug) ¥PBSKHBLECOS—7
MBEL (1x1 074808/ /m1) 0.8m ] IKBALELOEFa~y MIMZ, 1.

5kV. 25uFDOERI T/ NARE X, TRIZT1 0 XROEELE 0%,

TL7 baRb—ya VRBENEMIEE, 10%0Y VBALE*EETBD

 MEMS (GIB0O BRL 3B (cHIZ 3% LA, M&SER. MILPB S T—
CEEH L, & GREAMEMCHO-S-S FM I 1## (GIBCO BRL 4B %

A SBT3 EMEE UL, B8 EEAED LY ERE L%, 0.22
RMDT A NF—E@T L CHMLE,
TR, 12E 1 OMBERO—AGF v (RIRFFF) OEENHHEBCHO
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m@%&mzfanw pCHO—-scl12E10%%iEpCHO—db12E
1 ORERY ¥ — %%h%nCHOﬂ%LﬁE%ﬁlbto |

C BRBNRIF—%,  Gene Pulser ] l3EE (BioRad #8) 2B
T2 bER L=y s VBT E ) CHOMBICRETEA L, Pvu I ki
LVEHRICLAEZDNA (100ng) ¢PBSKEHELACHOME (1x1 0’

ME/m1) ©0.8mlFRALEGDEF 2~y MEMZ, KPT1 05

BLAE#%. 1.5kV, 25uFDOERIC TN REE %, ZRICT L 0498

DEEMMEO%R, L hrAL—T s MBS NEMIAE, 10 %O

fe R ME 722 b NCHEBE 2 EH T 5 CHO-S-S FM I 154 (GIBCO BRL #-f)
CANHEE L, M 2 RHRIC 1 0 %Oy VIR MIE A & A+ 5 HEERE C
HO-S-SFMT I## (GIBCO BRL #&) I THE&ELE, Bohkr/o—iz
DVWTRRBOE I n—%1 2E 1 0—A$F v OEEAMIak L LTRIRL
o ZOMMKE JOEHEMCHO~ S —SFM1 1## (GIBCO BRL #8Y) &
TR, R LEEERD, BUARC L )RR ERERIC, 0. 2 2pmo
T 4N — BB T L TR R L I,

8. 5 CHommﬁiwlelom%@%¢ﬁFv®%@

K8, 4 THA—FREF vREACHOEAK (s c12E10, db12
E10) Thenolk Lk bIEF L AGHAD I 5, RIS A DBD T A%
BNT—FREF vERBRILE ‘

(1) 4iF L AGHUED T 2% RV TR _

HEEE (sc12E10, db12E10) %, #h¥h150mM NaC
1 &1 5 OmM b Y A-HEHBEK (pH 7. 4) ICTFHELLAR FLAG
M2 774=F 440 (SIGMARSE) »72cHML, FUBRERTY S 5%
Bk, 100mM 7/ UL AR (pH3.5) Th T ACRE LAEEEE
BH LU, BHES u@%ulM'wbwﬁ&%@&(pﬁs0)%MKT¢W
LtOSDs~PAGET%ﬁ&E SPL, —RHF v SRS E-EY .
ENTENT—/L, Centricon—10 (7348 ’5_’}35‘/"(%'320
e L7e,
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(2) FrdaE
(1)@@%%\0.0F%Tween20€ﬂPBS?$%kkaﬁpe
rdex200HR#Z5A (10x300mm, Amersham Pharma-
cialtll) WML, 7n< /T L8R5 3BLU5 ALFRT, TOMR,

scl2E10RBNTHEZODOE—Y (A, B) MRS h (B58), £k,

db12E10TH. 200E—2 (C, D) REHShE (B54), heh
DE—S S EHBR L, ETAFM, FFMTLEL, La emm ] | OFE
B L TERKKBRITV., KBREAER2 I ~V—T7V V7V P TA—RE LK,
@5 51079 % 51, BAA, EHB. EHC. EADWTRbIBTHDERMD
BEIBEOLY, AT LEOSFENI 1L kDICE—NU FEExE, ZhbD
B %, BiDOSuperdex 20 0HRITAEAVESLSBTHFLE
R, BDARR»T EOSFRMH20 kD, EHBIIFA4 2 k DICBEHShE
(B5 6 %88), —F, EHCIRA»TEDSFERNE 9 kD, EHDIXA4 1
kDiclEHHanie (K5 7%28) LEOKREMS, sc 1 2E 1 0HERDESY
AR—FEF v OHEHRAS 1 v—C, EHBIE—AMF v DE) v—Th
V. ¥, db 1 2E 1 OBROES CIZ—FHEF v DHEEHRHEMLY =—,
B DIZ—AHF v OFEFHEEMS A ~—ThHd T LR Sz,
8. 6 HW—AGFvOTPORY T=2 MERORE

EFTPOXAME (MPL) #%H425Ba/F 3/ (BaF/mpl) {Txi3 54
FEAEE BT D Z LKL T, Himp | —REHED T P ORIEM DN %47

27,
BaF/mp | #a%. 1%7MBMIE (GIBCO#A) #&HRPMIL164
0% (GIBCO 4B <2 EvE# LEdD, 5x1 0 KM, m L OMBEEICE

'éiim%ﬂﬁ%ﬁbtoHMPL—xﬁﬁwitMEpro(mnwnms
B M TEMICARL, MAREEKS OnLichitkE e FTPOFRIK

S50uLEMATY6RvA 27y VEESL— bk (Corning #8) T4 L.
CO A VFa—F— (CO,MBE: 5%) T2 4RFRUER L, BHE. WS
T— 8RR (EMBBRERESF : FH 747 AIH#HM) 10nlME, Hk
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(BB R Benchmark Plus (BioRad #) %AW THIZEEE 450 nm, XM
BB 655nmORKELBE LR, COMrEan—gF— (CO,BE

5%) T2BMA L% 2~— N L7#. Benchmark Plus % AV C BEAEHE 4
50 nm, XBHRE6 55 nmOREERE L, WST—8RILEMEK
IS CTHER 45 0 nmORBRIGERT D2 &nb, 2RHORAEE 2

HEiZBaF/mp | BRI TETE M & S L 7,

£M12E 1 OMANFRBRSELCOS — 7 MBOMEE EEH AL, MP
LICHT57 =2 MEER E LARBEES5 8 1oR+, U b —FFI57
JB (db12E10) BLU157I /8 (sc12E10) O—AF v T
BB ETAICBEED LA ASRD b, T POROT F=2 MEHAR LED
Kﬁb(EDSO;%ﬂ%ﬂ9pMﬁiUSlpML 12E10I1gGHBLW1
2E10F a b CHE BEENBOONANoE, |
—HRGF viZY v —EIIOE Sic Lo T, HEE LEBSFREITCRL .
AFETHONETIIELR Lo TZEBEDERBBLHRT I 2 LBEbATY
. TZT. 12E10—4#F v #RAS €L CHOMMOMER LI /1 3

CBAELT, MPLICHT A7 I=X bEMEZRIE L, ZORBRZES5 91057

T scl2EL1O0FIZLTNTEENE R (sc12E108(~—, E
Dso;LgpM)@é%ﬁ(sclelo%/v—\ED50{>10n
M) ICHART, 500 0fFLLLMWT PO T=X MEMRT L, TOEMIT
TPO (ED50; 27pM) kY bMdof, 2, db12E 10D &I
(db12E10#A4~—, ED50;2.0pM) i2scl2E10FAf~v—¢&
EIEFS OROERER L, SABBATEN SR RESREdD 1 2
E1O0h)=— (ED50;7.4pM) bdb1l2E10FAv—I0i3L0E

'w%ﬁéﬁbtoutoﬁﬁma\Tﬁ:zbﬁwlelowﬁﬁmm\ﬁﬁ
‘%%%&ﬁ:ﬁ(ﬁ47_)T&é:tﬁi%t%i&%éﬁ\12E10Ig

CIERBEMENR ORI Eh b, BIZETH DT TRL, HERKSEH
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<110>
<120>

<130>

_‘<141>
<150>

<151>

<150
<151
<150
<151
<150
<151
<150
15D

<160>

<210>
211>
212>
213>
<220>
223>
<4007

1/75

SEQUENCE LISTING

CHUGAI SEIYAKU KABUSHIKI KAISHA
Smali remodeling agonist antibody
FP1032

2001-10-22

JP2000-321821

2000-10-20

JP2000-321822

2000-10-20

PCT/JP01/01912

2001-03-12

PCT/JP01/03288

2001-04-17

JP2001—277314

2001-09-12

113

1
27
DNA

Artificial Sequence

PCR primer
1

ccatcctaat acgactcact ataggge 27

 PCT/IP01/09260
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2105 2

<@L 27

<212> DNA

<213> Artificial Sequence
220>

<223> PCR primer

<400> 2

ggatccoggg tggatggtgg gaagatg 27

210> 3

<211> 28

<212> DNA

213> Artificial Sequence
220>

<223> PCR primer

<400> 3

ggatcccggg ccagtggata gacagatg 28

(210> 4

(211> 26

<2125 DNA

213> Artificial Sequence
220> |
<223> PCR primer

<400> 4

ggatcccggg agtggataga ccgatg 26

<210> 5

- PCT/JP01/09260
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<211> 394
<212> DNA
<213> Mus
220>
<221> CDS
<222> (1)... (393)

<223> pGEM-M1L. 1-57;signél peptide, 58-394;mature peptide

<4005 5 | | |
atg aag ttg cct gtt agg ctg ttg gtg ctg atg tic tgg att cct geg 48
Met Lys Léu Pro Val Arg Leu Leu Val Leu Met Phe Trp Ile Pro Ala

1 5 .10 15
tcc agec agt gat gtt gtg atg acc caa act cca ctc tcc ctg cot gte 96
Ser Ser Ser Asp Val Val Met Thr Gln Thr Pro Leu Ser Leu Pro Val
20 25 » 30
agt ctt gga gat caa gcc tcc atc tet tge aga tet agt cag age ctt 144
Ser Leu Gly Asp Gln Ala.Ser Ile Ser Cys Aré Ser Ser Gln Ser Leu
'35 ' 40 45
cta cac agt aaa gga aac acc tat tta caa tgg tac cta cag aag cca 192
Leu His Ser Lys Gly Asn Thr Tyr Leu Gln Trp Tyr Leu Gln Lys Pro
50 - 55 . 60

gge cag tet cca aag ctc ctg atc tac aaa gtt tcc aac cga ttt tect 240
Gly Gln Ser Pro Lys Leu Leu Ile Tyr Lys Vai Ser Asn Arg Phe Ser

65 70 | 75 80

ggeg gtc cca gac agg ttc agt gge agt gga tca ggg aca gat ttc aca 288
" Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr

85 90 95

ctc aag atc agc aga gtg gag gect gag gat ctg gga gtt tat ttc tge 336

Leu L}s Ile Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys
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-100 - 105 110
tct caa égt aca cat gtt cog tac acg tcc gga ggg ggg acc aag ctg 384
" Ser Gln Ser Thr His Val Pro Tyr Thr Ser Gly Gly Gly Thr Lys Leu
115 ' ~ - 120 125
gaa ata aaa ¢ ' : -394
Glu Ile Lys
130

<210> 6
<211> 409
<212> DNA
<213> Mus
<220>
<221> CDS
<222> (1)... (408) _
<223> pGEM-MIH. 1-57;signal peptide, 58-409;mature peptide
<400> 6
atg gaa tgg agc tgeg ata ttt ctc tte ctc‘ctg teca ggé act goca ggf 48
Met Giu Trp Ser Trp Ile Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly

1 5 | 10 | 15
gtc cac tce éag gtc cag ctg cag cag tct gga ccf gac ctg gta aag 96
Val His Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Asp Leu Val Lys

20 | 25 30

 cot ggg get tea gtg aag atg tcc tge aag get tot gga tac acc tte 144

" Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe _.
35 40 45

gtt aac cat gtt'atg éac tgg gtg aag cég aag cca ggg cag gge ctt 192
Val Asn His Val Met His Trp Val Lys Gln Lys Pro Gly Gln Gly Leu
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gag
Glu

50

teg

Trp

65

. Bag

Glu
gca
Ala
tac
Tyr

ggc
Gly

aag

Lys

gce

Ala

tac

Tyr

acc
Thr
130

<2100 7

att
Ile

ttc
Phe

tac

Tyr

tgt
Cys
115
act

Thr

211> 394

<212> DNA
<213> Mus

<2207

<221> CDS

<222> (1)

400> 7

gga
Gly

aag

Lys

atg
Met
100
goa

Ala

cte

Leu

tat

Tyr

ggc
Gly

85
gag
Glu

aga

Arg

aca

Thr

... (393)

att
Ile

70
aég

Lys

cte

Leu

g8E
Gly

gte
Val

55

tat

Tyr

gce

Ala

agc

Ser

ggt
Gly

tce

Ser

135

cct

Pro

aca

Thr

agc

Ser

tac

Tyr

120

tca

Ser

~ 5/175

tac

Tyr

ctg

Leu

ctg
Leu
105
taﬁ

Tyr

aat gat
Asn Aép

75
act tea
Thr Ser

90

gcb tct
Ala Ser

agt tac

Ser Tyr

60

get
Gly

gag
Glu

gag
Glu

gac

Asp

act

Thr

aaa

Lys

gac

Asp

gac
Asp
125

* PCT/JP01/09260

aag tac aat

Lys Tyr Asn.

80

tce tee age

Ser Ser Ser.

95
ﬁct gcg gte
Ser Ala Val
110

tgg ggc caa

Trp Gly Gln_

- <223> pGEM-M2L. 1-57;signal peptide, 58-394;mature peptide

atg aag ttg cct gtt agg étg ttg gtg ctg atg ttc tgg att cct ggt

Met Ljs Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp Ile Pro Gly

240

288

336

384

409

48
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tcc age agt gat gtt gtg atg acc caa agt cca ctc tecc ctg cct gte 96
" Ser Ser Ser Asp Val Val Met Thr Gln Ser Pro Leu Ser Leu Pro Val
20 : : 25 30
agt ctt gga gat caa goc tcc atc tet tge aga tca agt cag agc ctt. 144
Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser Ser Gln Ser Leu
35 : 40 45 _
gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag ccé 192
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gln Lys Pro
50 55 60

gge cagAtét cca aaa ctc ctg atc tac aaa gtt tcc aac cga ttt tct 240
Gly Gln Ser Pro Lys Leu Leu Ile Tyr Lys Val Ser Asn Arg Phe Ser

65 70 75 80

ggg gtc cca gac agg ttc agt ggc agt gga tca gtg aca gat ttc aca 288
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr

85 : 90 ' - 95
ctc atg atc age aga gtg gag gect gag gat ctg gga gtt tat ttec tge 336
Leu Met Ile Ser Arg Val Glu Ala Glu Asp_Leu Gly Val Tyr Phe Cyé
| 10O 105 110
tct caa agf aca cat gtt ccg tac acg ttc gga ggg ggg acc aag c¢tg 384
Ser Gln Ser Thr His Val Pro Tyr Thi Phe Gly Gly Gly Thr Lys Leu
115 120 125

gaa ata aaa c ' . : 394
" Glu Ile Lys
130

<210> 8
<211> 409
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<212> DNA

<213> Mus

<220>

<221> CDS

222> (1)... (408)
<223> pGEM-M2H. 1-57;signal peptide, 58-409;mature peptide

<400> 8 |
étg gaa tgg agc tgg ata ttt ctc tte cfo ctg tca gga act gca ggt 48
Met Glu Trb Ser Trp Ile‘Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly

1 5 10 15

gtc cac tcc cag gtc cag ctg cag cag tet gga cet gaa 6fg gta aag 96
Val His Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu Val Lys

| 20 | 25 30
cct ggg got tca gtg aag atg tcc tge aag get tet gga tac acc tte 144
Pro Gly Ala Ser Val Lys Met Sexr Cys Lys Ala Ser Gly Tyr Thr Phe
35 40 | 45

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192

Ala Asn His Val Ile His Trp Val Lys Gln Lys Pro Gly Gln Gly Leu
50 55 - 60

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat .240
Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn

65 70 75 80

gag aag ttc aag gac aag gcc act ctg act tca gac aaa tce tcc acc 288
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr

85 90 95
aéa gee tac atg_gac ctc age age ctg gee tet gag gac tét gcg gte 336
Thr Ala Tyr Met Asp LeulSer Ser Leu Ala Ser Glu Asp Ser Ala Val
100 105 o
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tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gln

115 120
gge acc act ctc aca gte tce tca g
Gly Thr Thr Leu Thr Val Ser Ser
130 135

<210> 9

211> 32

<212> DNA

213> Artificial Sequence
<220>

<223> PCR primer

<400> 9

cccaagcttc caccatgaag ttgectgtta gg 32

<210> 10

211> 32

<212$ DNA

<213> Artificial Sequence
<2205 |

223> PCR primer

<4005 10

cccaagcttc caccatggaa tggagetgga ta 32

<210> 11
211> 34
<212> DNA

125
409
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<2185 Artificial Sequence
<220>

<223> PCR primer

<400> 11

égoggatcca ctcacgtttt atttccaget tggt 34

210> 12

QL1> 34

<212> DNA

<213> Artificial Sequenée
{220>

<223> PCR primer

<400> 12

cgeggatceca ctcacctgag gagactgtga gagt 34

<210> 13

<211> 30

<212> DNA

<213> Artificial Sequence
<2200

<223> PCR primer

<400> 13

catgccatgg cgeaggtcca gotgeageag 30

<210> 14
211> 27
<212> DNA

<213> Artificial Sequence
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220>
223> PCR primer
<400> 14

accaccacct gaggagactg tgagagt

<210> 15

211> 27

<212> DNA

<213> Artificial Sequence
<2205 |

<223> PCR primer

<400> 15

gtcteotcag gtggtggtgg ttcgggt

<210> 16

211> 27

<212> DNA |

<213> Artificial Sequence
<2205

<223> PCR primer

<400> 16

- cacaacatcc gatccgccac caccega

<2105 17

<211y 27

<212> DNA

<213> Artificial Sequence
<2205

27

27

27

10/75

~ PCT/JP01/09260
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<223> PCR primer
400> 17

ggeggatcgg atgttgtgat gacccaa 27

<210> 18

<211> 57

<212> DNA

<213> Artificial Sequence
220>

<223> PCR primer

<400> 18

coggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gettggt 57

<210> 19
<211> 45
<212> DNA
<213> Artificial Sequence
<220> _
<223> Linker amino acid sequence and nucleotide sequence
<400> 19
get gt get get tcg get get et get tog met get gec gga tog 45
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser
| 5 10 15

<210> 20
<211> 828
<212> DNA
<213> Mus
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<220>

<221> CDS

222> (1)... (822)

<223> pscMl. MABL1-scFv

<400> 20 |
atg éaa tac cta ttg cct acg géa gcc get gga ttg tta tta ctc:gct 48
Met Lys Tyf Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu_Ala

1 5 10 ' 15

gec caa cca goc atg geg cag gtc cag otg cag cag tct gga cct gac 96

Ala Gln Pro Ala Met Ala Gln Val Gln Leu Gln Gln Ser Gly Pro Asp
20 | 25 30

ctg gta aag cct ggg get tca gtg aag atg tec tge aag gect tet gga 144

Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly
35 40 . 45

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag éag cca ggg 192

Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gln Lys Pro Gly
50 55 60

cag ggoc ctt gag tgg att gga tat att tat cct tac aaf gat ggt acf 240
Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr

65 70 _ 75 , 80

aag tac aat gag aag ttc aag ggc aag gcc aca cté act tca gag aaa 288
Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys

| 85 90 95

tce toc age gea goo tac atg gag cte age age ctg gee tot gag gac 336

Ser SerISer Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp .
100 105 110

tct geg gte tac tac tgt gea aga ggg ggt tac tat agt tac gac gac 384

Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp



WO 02/33073

teg
Trp

ggt
Gly

145

act

Thr

tgec
Cys

caa

Gln

aaa

Lys

gga
Gly

225
gat

Asp

tce

Ser

ggc
Gly
130
get
Giy

cca

Pro

aga

Arg

tgg
Trp

gtt
Val
210
tca

Ser

ctg

Leu

gga
Gly

116

caa

Gln

gat
Gly

CfC

Leu

tct

Ser

tac
Tyr
195
tece

Ser

geg
Gly

gga
Gly

888

Gly

ggc
Gly

get

Gly

tce

Ser

agt
Ser
180
cta

Leu

aac

Asn

aca

Thr

gtt
Val

acce

Thr

tcg

Ser

octg
Leu
165
cag

Gln

cag
Gln
cga

Arg

gat

Asp

tat

Tyr

- 245

[:4:4°4
Gly
260

acc

Thr

act

Thr

ggt
Gly
150
cct

Pro

agc

Ser

aag

Lys

ttt
Phe

ttc
Phe

230

tte
Phe

aag

Lys

cte

Leu

120

aca

Thr

135

ggt
Gly

gtc

Val

ctt

Leu

cca

Pro

tct
Ser
215
aca

Thr

tge

Cys

ctg

Leu

gge
Gly

agt

Ser

cta

Leu

ggce
Gly
200

BE88
Gly

cte

Leu

tct

Ser

gaa

Glu

13/75

gte
Val

gga
Gly

ctt

Leu

tece

Ser

tcg
Ser
gga
Gly

170

cac
His
185
cag

Gln

gte
Val

aag

Lys

caa

Gln

ata
Ile
265

agt

Ser

tct

Ser

cca

Pro

atc

Ile

agt
Ser
250
aéa

Lys

fca

Ser

gat
Asp
1565
gat

Asp

aaa

Lys

cca

Pro

gac

Asp

agc

Ser

235

aca

Thr

gac

Asp

get
Gly

140

gtt
Val

caa

Gln

gga
Gly

aag

Lys

agg

Arg

220
aga

Arg

cat

His

tac

Tyr

125

ggt
Gly

gtg
Val

gco

Ala

aac

Asn

get

‘Gly

atg
Met
tce
Ser

acc

Thr

- 190

cte
Leu
205
ttc
Phe

gtg
Val

gtt
Val

aaa

Lys

ctg

Leu

agt

Ser

gag
Glu

ccg

Pro

gac
Asp
270

ggt
Gly

acc

Thr

atc
Ile
175
tat

Tyr

atc

Ile

gge
Gly

get
Ala

tac
Tyr
255
gat

Asp

PCT/JP01/09260

teg

Ser.

caa

Gln

160
tot

Ser

tta

Leu

tac

Tyr

agt

Ser

gag

Glu
240
acg

Thr

gac

Asp .

432

480

528

576

624

672

720

768

816
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gat aaa taatgé . . 828

Asp Lys

210> 21

211> 31

'<212> DNA |

<213> Artificial Sequence
@0

<223> PCR primer

<400> 21

acgegtcgac tcccaggtec agetgcagea g 31

<210> 22

<211> 18

<212> DNA

<213> Artificial Sequence
<220 |

<223> PCR primer

<400> 22

gaaggtgtat ccagaagc 18

<210> 23
<211> 819

<212> DNA

- 213> Mus

<2205

<221> CDS

222> (1)... (813)
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<223> pCHOM1. MABL1-scFv

<400> 23
atg gga tgg agc tgt atc atc ctc ttc ttg gta geca aca got aca ggt 48
Met Gly Trp Ser Cys Ile Ile Leu Phe Leu Val Ala Thr Ala Thr Gly

1 5 10 : 15

gte gac tcc cag gtc cag ctg cag cag tet gga cct gac ctg gta aag 96

Val Asp Ser Gln Val Gln Leﬁ Gln Gln Ser Gly Pro Asp Leu Val Lys
20 25 30

cct ggg get tca gtg aag atg tcc tgc aag get tet gga tac ace ttc 144

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe
. 35 40 45

gtt aac cat gtt atg cac tgg gig aag cag aag cca ggg cag ggc ctt 192

Val Asn His Val Met His Trp Val Lys Gln Lys Pro Gly Gln Gly Leu
50 - 65 60

gag tgg att gga tat att tat coct tac aat gat ggt act éag tac aat 240
Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn

65 70 75 80

gag aag ttc aag ggc aag gcc aca ctg act tca gag aaé tce tcc agé 288
Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser

85 950 95

geca gce tac étg gag ctc age age ctg gec tet gag gac tet geg gte 336

Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val
| 100 105 110

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg gge caa 384

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gln
116 | 120 125

ggc acc act ctc aca gtc tcc tca ggt ggt ggt ggt tcg ggt ggt ggt 432

Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Sexr Gly Gly Gly
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130 ‘ 135 140
get tcg ggt get ggc gga tcg gat gtt gtg étg acc caa act cca cte 480
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu.
145 . 10 155 160
tcé ctg cct gtc agt ctt gga gat caa goc tcc atc tct tge aga tot 528
Ser Leu Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser

165 ' , 170 175
agt cag agc ctt cta cac agt aaa gga aéc acc tat tta éaa tgg tac 576
Ser Gln Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gln Trp Tyr
180 185 190

cta cag aag cca ggc cag tct cca aag ctc ctg atc tac aaa gtt tcec 624
Leu Gln Lys Pro Gl& Gln Ser Pro Lys Leu Leu Ile Tyr Lys Val Ser

195 200 205
aac cga ttt tet égg gtc cca gac agg tte agt gge agt gga tca ggg 672
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly

210 215 ‘ | 220
aca gat tic aca ctc aag atc agc aga gtg gag get gag gat ctg gga 720
Thr Asp Phe Thr Leu Lys Ile Ser Arg Val Glu Ala Glu Asp Leu Gly |
225 230 _ 235. 240
gtt tat ttc tge tct caa agt aca cat gtt cog tac acg tcc gga geg 768
Val Tyr Phe Cys Ser Gln Ser Thr His Val Pro Tyr Thr Ser Gly Gly

245 250 255
g8g acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816
Gly Thr Lys Leu Glu Ile Lys Asp Tyr Lys Asp Asp Asp Asp Lys
-260 265 270

tga | 819

<210> 24
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17/75 ' '

<211> 828
<212> DNA
213> Mus
<2207
<221> CDS
222> (1)... (822)
<2235 psch2. MABL2-scFv
<400> 24 .
atg aaa tac cta ttg cct acg gca gcc get gga ttg tta tta ctc got 48
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala
1 5 10 15
gee caa cca gec atg geg cag gtc cag ctg cag cag tct gga cct gaa 96
Ala Gln Pro Ala Met Ala Gln Val Gln Leu Gln Gln Ser Gly Pro Glu
20 : 25 30 ,
ctg gta aag cct ggg get tca gtg aag atg tcc tge aag éct tct gga 144
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly
35 ' 40 45
tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca ggg 192
Tyr Thr Phe Ala Asn His Val Ile His Txp Val Lys Gln Lys Pro Gly
50 55 60 |
cag égc ctt'gag tgg att gga tat att tat cct tac aat gat ggt act 240
Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr
65 70 75 ~ 80
aag tat aat gag aag ttc aag gac aag gcc act ctg act tca gac aaa 288
Lys Tyr.Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys
85 90 95
tce tecc acc aca gec tac atg gac cte égc agc ctg gee tct gag gac 336

Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp
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18/75

1100 105 110
tct geg gtc tat tac tgt geca aga ggg ggt fac tat act tac gac gac 384 '
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp
115 120 125
tgg ggc caa gge acc act ctc aca gtc toc tca ggt ggt ggt ggf tcg 432
'Trp Gly Gln Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser
130 - 135 140
ggt get ggt ggt tcg ggt ggt ggc gga tég gat gtt gtg.atg acc caa 480
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gln
145 L 150. ' 1556 160
agt cca ctc tcc ctg cct gtc agt ctt gga gat caa gocvtéo atc tct 528
Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser '
| 165 170 175
tgc aga tca agt cag agc ctt gtg cac agt aat gga aag acc tat tta 576
Cys Arg Ser Ser Gln Ser Leu Val His Ser Asn Gly Lys Thr Tyr
180 185 190
cat tgg tac ctg_cag aag cca ggc cag fct cca aaa ctc ctg ate tac 624
His Trp Tyr Leu Gln Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile Tyr |
195 200 205 |
aaa gtt tcc aac-cga ttt tet ggg gtec cca gac égg ttc agt ggc agt 672
Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser
210 215 | 220
gga tca gtg aca gat ttc aca ctc'atg atc agc aga gtg gag gect gag 720 :
Gly Ser Val Thr Asp Phe Thr Léu Met Ile Ser Arg Val‘Glu Ala Glu
- 225 ' 230 235 240
gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768
Asp Leu Gly Val Tyr Phe.Cys Ser Gln Ser Thr His Val Pro Tyr Thr
| 245 250 255



WO 02/33073 » - . PCT/JP01/09260 A
19/75 - '

tto gga g88 geg acc aag ctg gaa ata aaa gac tac aaa gac gat gac 816
Phe Gly Cly Gly Thr Lys Leu Glu Ile Lys Asp Tyr Lys Asp Asp Asp B
260 265 270
gat aasa taatga S ' _ 828

Asp Lys

<210> 25
<211> 819
<212> DNA
<213> Mus
<2205
<221> (DS
<222> (1)... (813)
<223> pCHOM2. MABL2-scFv
<400> 25
atg gga tgg agc tgt atc atc ctec ttc ttg gta geca aca get aca ggt 48
Met Gly Trp Ser Cys Ile Ile Leu Phe Leu Val Ala Thr Ala Thr Gly
1 5 10 | 15
gte gac tcc cag gtc cag ctg cag cag tct gga cct gaa étg gta aag. 96
Val Asp Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu Val Lys
20 25 | 30
cct ggg get tca gtg aag atg tcc tge aag get tct gga tac acc tte 144
Pro Gly-Ala Ser Val Lys Met Ser Cys Lys Ala Ser Giy Tyr Thr Phe
35 40 45 '
goet aac.cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192
Ala Asn His Val Ile His Trp Val'Lys Gln Lys Pro Gly Gln Gly Leu
50 . | 55 60

gag tgg att gga tat att taf cct tac aat gat ggt act aag tat aat 240
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20/75

Glu Trp Ile-Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn
65 70 ' .75 80
gag aag ttc aag gac aag gcc act otg act teca gac aaa tcc tec ace: 288
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser AspALys Ser Ser.Thr
85 90 95

v'aca gee tac atg gac ctc age age ctg gcc'tct gag gac fct geg gte 336
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val
| 100 105 110
tat tac tgt geca aga ggg ggt tac tat act tac gac gac tgg gge caa 384
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gln

115 120 125
ggc acc act ctc aca gic tcc tca ggt ggt ggt ggt tcg ggt ggt ggt 432
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly

130 135 . 140
ggt tcg get ggt ggc gga teg gat gtt gteg atg acc caa agt cca ctc 480
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gln Ser Pro Leu
145 150 155 160
tcc ctg cct gtc agt ctt gga gat caa gcc tec atc tct tge aga tea 528
Ser Leu Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser
165 . 170 | 175
agt cag agc ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576
Ser Gln Ser Leu Val His Ser Asn Gly Lys ThriTyr Leu His Trp Tyr
180 185 196
ctg cag aag cca gge cag tct cca aaa ctc ctg ate tac aaa gtt tce 624
Leu Gln Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile Tyr Lys Val Ser
| 195 200 205

aac cga-ttt tct ggg gte éca gac agg Ltc agt ggc agt gga tca gtg 672
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Sexr Val
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21/75

210 215 220

aca gat ﬁtc aca ctc atg atc agc aga gtg gag gct gag gat ctg gea 720
| Thr Asp Phe Thr Leﬁ.Met Ile Ser Arg Val Glu Ala Glu Asp Leu Gly ‘
225 230 235 240
gtt tat ttc tgc tct daa agt aca cat gtt ccg tac acg ttc gga ggg 768
Val Tyr Phe Cys Ser Gln Ser Thr His Val Pro Tyr Thr Phe Gly Gly

- 245 250 255
ggg acc aag ctg gaa ata aaa gac tac aaa gac gat éac gat aaa taa 816
Gly Thr Lys Leu Glu Ile Lys Asp Tyr Lys Asp Asp Asp Asp.Lys
260 265 270

tga . , | | _ , - 819

<210> 26
<211> 456
<212> DNA
<213> Mus
<220>
<221> CDS
222> (1)... (450)
<223> pCHO-shIAP. Soluble human IAP
400> 26
atg tgg ccc ctg gta geg geg otg ttg ctg gec tcg geg tge tge gga 48
Met Trb Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Aia Cys Cys Gly

1 _ v 5 10 15
tca get cag cta cta ttt aat aaa aca aaa tct gta gaa ttc acg ttt. 96
Ser Ala Gln Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe Tﬁr Phe

20 A 25 30

tgt aat gac act gtc gtc att cca tge ttt gtt act aat atg gag gca 144
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Cys Asn Asp~Thf Val Val Ile Pro Cys Phe Val Thr Asn Met Glu Ala
35 40 | 45
caa aac act act gaa gta tac gta aag tgg aaa ttt aaa gga aga gat- 192
Gln Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe'Lys Gly Arg Asp
50 ' 55 60

‘att tac acc ttt gat gga get cta aac aagrtcc act gtc ccc act gac 240
Ile Tyr Thr Phe Asp Gly Aia Leu Asn Lys Ser Thr Val Pro Thr Asp

65 0 T 80

ttt agt agf gca aaa att gaa gtc tca caa tta cta aaa gga gat goc 288
Phe Ser Ser Ala.Lys Ile Glu Val Ser Gln Leu Leu Lys Gly Asp Ala

85 - 90 95
tct ttg aag atg gat aag agt gat gct gtc tca cac aca gga aac tac 336
Ser Leu Lys Met Asp Lys Ser Asp.Ala Val Ser His Thr Gly Asn Tyr
| 100 105 110 |
act tgt gaa gta aca gaa tta acc aga gaa ggt gaa acg atc atc gag 384
_Thr Cys Glu Val Thr Glu Leu Thr Arg Glu Gly Glu Thr Ile Ile Glu
115 120 125
cta aaa tat cgt gtt gtt tca tgg ttt tct cca aat gaa aat gac tac 432
Leu Lys Tyr Arg Val Val Ser Trp Phe Ser Pro Asn Glu Asn Asp Tyr
130 ‘ 135 : 140

aag gac gac gat gac aag tgatag . 456
Lys Asp Asp Asp Asp Lys
145 150

© 210> 27
211> 46
<212> DNA

<213> Artificial Sequence
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<2205
<223> PCR primer
<4005 27

ggaattccat atgcaagtge aacttcaaca gtctggacct gaactg 46

(2105 28

<211> 31

<212> DNA

<213> Artificial Sequence
220> ,

<223> PCR primer

<400> 28

ggaattotca ttattttatt tccagettgg t 31

<210> 29
<211> 741
<212> DNA
<213> Mus
<2205
221> CDS.
<2225 (1)... (735)
<223> pscM2DEm02. MABL2-scFv
<400> 29
‘ atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct ggg 48
~ Met Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu Val Lys Pro Gly _.
1 5 10 15
get tca gtg aag atg.tcc tgc aag get tet gga tac ace ttc get aac 96
Ala Ser Val LysMet Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn
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20 % 30
cat gtt att cac tgg gtg aag cag aag cca égg cag ggc ctt gag tgg 144 '
His Val Ile His Trp Val Lys Gln Lys Pro Gly Gln Gly Leu Glu Trp
35 ' 40 45

att gga tat att tat cct tac aat gat ggt act aag tat aat gag aag 192
.Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly'Thr Lys Tyr Asn Glu Lys

© 50 55 60
ttc aag géc aag gcc act ctg act tea géc aaa tcc tcc.aoc aca gecc 240
Phe Lys ASp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala

65 0 75 80

tac atg gac ctc agec agc ctg gec tot gag gac tct gcgvgtc tat tac 288
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr

| 85 9% 95 |
tgt gca aga ggg ggt tac tat act tac gac gac tgg gge caa ggc acc 336
Cys Ala Arg Gly Cly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gln Gly Thr

100 1056 | 110
act ctc aca gtc tcc tca ggt ggt ggt ggt teg ggt ggt ggt ggt tég 384
Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Se: Gly Gly Gly Gly Ser |
115 120 . 125

get get ggc gga tcg gat gtt gtg atg acc caa agt cca ctc toc ctg :432
Gly Gly Gly Gly Ser Asp Val Val Met Thr Gln Ser Pro Leu Ser Leu

130 135 | 140
cct gtc agt ctt gga gat caa gec toc ate tct tge aga tca agt cag 480
Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys ArgvSer Ser Gln
145 ' 150 155 160
ago ctt gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag 528
Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gln

165 170 175
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aag cca gge cag tct cca aaa ctec ctg atc tac aaa gtt tcc aac cga 576
Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile Tyr Lys Val Ser Asn Arg |
| 180 185 190
ttt tot ggg gtc cca gac agg tte agt ggc agt gga tca gtg aca gat' 624
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp

195 | -~ 200 205
ttc aca ctc atg atc age agé gtg gag got gag gat ctg gga gtt tat 672
Phe Thr Leu Met Ile Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr

210 216 220 |
ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg gegg acc 720
Phe Cys Ser Gln Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr
225 : 230 235 240
aag ctg gaa ata aaa taatga , - 741
Lys Leu Glu Ile Lys

245

<210> 30

<211> 18

<212> DNA

<213> Artificial Sequence
<2205

<223> PCR primer

<400> 30.

' cagacagtgg ttcaaagt 18

210> 31
211> 72
<212> DNA
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213> Artificiél Sequence

<220>

<223> PCR primer

<400> 31

- ecgegtegace gatdcgccac cacccgaacc accaccacce gaaccaccac caccttttat 60

ttccagettg gt , _ ' - 72

<210> 32 |
<211> 1605
<212> DNA
<213> Mus
<220>
<221$ CDS _
<222> (1)... (1599)
<223> pCHOM2 (Fv) 2. MABL2-sc (Fv)2
<400> 32
atg gga tgg agc tgt atc atc cte ttc ttg gta gca aca get aca ggf 48
Met Gly Trp Ser Cys Ile Ile Leu Phe Leu Val_Ala Thr Ala Thr Gly
1 5 - 10 15
gtc gac tcc cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag : 96
Val Asp Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu Val Lys
20 v 25 | 30
cct ggg get tca gtg aag atg tcc tge aag get tet gga‘tac acc ttc 144.v
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe
3B 40 ‘ 45
gét aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggec ctt 192
Ala Asn'His Val Ile His Trp Val Lys Gln Lys Pro Gly Gln Gly Leu
50 55 60
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gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 24OA'
‘Glu'Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn |
65 70 B 80
gag aag ttc aag gac aag gcc act ctg act tca gac aaa toc tce ace 288
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr
| 85 ' 90 95

aca goc tac atg gac ctc agé agc ctg gee tect gag gac tet geg gtc 336 o
Thr Ala Tyr Met Asp Leu Ser‘Ser Leu Ala Sexr Glu Asp Ser Ala Val

100 105 110.
tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg gge caa 384
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr.Thr Tyr Asp Asp Trb Ely Gln -

115 ' » 120 125
ggc acc act ctc acé gtc tcc tca ggt ggt ggt.ggt tcg ggt ggt ggt. 432
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly
130 135 : 140

ggt tcg ggt ggt ggc gga tcg gat gtt gtg atg accbcaa agt cca ctec 480
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gln Ser Pro Leu ‘
145 150 155 | 160
tece cfg cct gtc agt ctt gga gat caa gec tcc atec tet tge aga tea . 528
Ser Leu Pro Val Ser Leu Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser

165 170 | 175
agt cag agc ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576
Ser Gln'Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr

180 185 190
' ctg.cag aag cca ggc cag tct cca aaa ctc ctg atc tac aaa gtt tec .-624
Leu Gln Lys Pro Gly-Gln Ser Pro Lys Leu Leu Jle Tyr Lys Val Ser

195 | 200 205

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tca gtg P672
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Asn

aca
Thr
225

'gtt

Val

g88
Gly

teg

Ser

gga
Gly

get
Ala
305
aag

Lys

gat

Asp

tca

Ser

Arg
210
gat

Asp

tat

Tyr

acc

Thr

ggt
Cly

cct

Pro

Phe

ttc
Phe

ttc
Phe

aag

Lys

ggt
Gly
275
gaa

Glu

290

tect

Ser

cca

Pro

ggt
Gly

gac

Asp

gga
Gly

geg
Gly

act

Thr

daa

Lys

Sef

aca

Thr

tge

Cys

ctg
Leu
260
g8c
Gly

ctg

Leu

tac

Tyx

cag

Gln

aag
Lys
340
tce

Ser

Gly

cte

Leu

tet
Ser
245
gaa

Glu

gga
Gly

gta
Val

acc

Thr

g8¢C
Gly
325
tat

Tyr

tece

Ser

Val

atg
Met
230
caa

Gln

ata

Ile

tcg

Ser

aag

Lys

tte
Phe
310
ctt

Leu

aat

Asn

acc

Thr

Pro

215

atc

Tle

agt

Sér

aaa

Lys

gtc
Val

cct
Pro
295
get
Ala

gag
Glu

gag
Glu

aca

Thr

Asp

age

Ser

aca

Thr

ggt
Gly

gac

Asp.

280

g88
Gly

aac

Asn

tege

Trp

aag

Lys

gce

Ala

28/75

Arg

aga

Arg

cat

His

ggt
Gly
265
tco

Ser

get
Ala

cat

His

att
Ile

ttc
Phe
345

tac

Phe

gtg
Val

gtt
Val
250
get
Gly

cag

Gln

teca

Ser

gtt
Val

gga
Gly
330
aag

Lys

atg

Tyr Met

Ser

gag
Glu
235
ccg

Pro

ggt
Gly

gtc
Val

gtg
Val

att
Ile
315
tat

Tyr

gac

Asp

gac

Asp

Gly
220

gect

Ala

tac

Tyxr

tcg

Ser

cag

Gln

aag
Lys
300
cac

His

att
Ile

aag

Lys

cte

Leu

Ser

gag
Glu

acg

Thr

ggt
Gly

ctg
Leu
285
atg
Met

teg

Trp

tat

Tyr

gee

Ala

agc

Ser

Gly

gat

Asp

ttc
Phe

ggt
Gly
270
cag

Gln

tece

Ser

gtg
Val

cct

Pro

act
Thr
350
agc

Ser

Ser

ctg

Leu.

gga
Gly
255
ggt
Gly

cag

Gln

tge

Cys

aag

Lys

tac
Tyr
335
ctg

Leu

ctg

Leu
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Val

gga
Gly
240

geg

Gly

get
Gly

tet

Ser

aag

Lys

cag
Gln
320
aat

Asn

act

Thr

gee

Ala

720

768

816

864

912

960

1008

1056

1104
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355 360 365
tct gag gac tct geg gtc tat tac tgt gea aga ggeg ggt tac tat act 1152
.Ser Glu Asp Ser Alé,Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr '

370 | - 375 380 -
tac gac gac tgg ggc caa ggc acc act ctc aca gic tec tca ggt ggt 1200
Tyr Asp Asp Trp Gly Gln Gly Thr Thr Leu Thr Val Ser Ser Gly Gly
385 390 395 400
get ggt tcg gat ggt ggt ggt teg get ggt gec gea tcg gat gtt gtg 1248
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val
405 410 415
atg acc caa agt cca ctd tcc ctg ccf gtc agt ctt gga gat caa gce - 1296
Met Thr Gln Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gln Ala
420 425 | 430

tce atc tet tge aga tca -agt cag age Ctt gtg cac agt aat gga aag 1344
Ser Ile Ser Cys Arg Ser Ser Gln Ser Leu Val His Ser Asn Gly Lys

435 440 445
acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa ctc 1392
Thr Tyr Leu His Trp Tyr Leu Gln Lys Pro Gly Gln Sef Pro Lys Leﬁ

450 455 460

ctg atc tac aaa gtt tcc aac cga ttt tct ggg gte cca gac égé ttc 1440
Leu i1e~Tyr'Lys Val Ser Asn Arg Phe Ser Gly Vél‘Pro Asp Arg Phe
- 465 470 475 480
agt ggc agt gga tca gtg aca gat ttc aca>ctc atg atc agc aga gtg 1488
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met Ile Ser Arg Val

| 485 490 495
gag gct gég gat ctg gga gtt tat ttc tge tct caa agt aca cat gtt 1536
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gln Ser Thr His Val

500 | 505 510
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ccg tac acg_ttc gga ggE ZEE acc aag ctg gaa ata aaa gac tac aaa 1584
Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys Asp Tyr Lys

515 : 520
gac gat gaé gat aaa taatga
' Asb Asp Asp Asp Lys
530

<210> 33 °

<a11> 23

<212> DNA |

<213> Artificial Sequence
<2205 |

<223> PCR primer

<400> 33

tgaggaattc ccaccafggg atg 33

-(210> 34

<211> 40

<212> DNA

{213> Artificial Seduence
<2205

<223> PCR primer

<400> 34

cacgacgtca ctcgagactg tgagagtggt gecttggcce

<210> 35
<211> 40
<212> DNA

525
1605
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<213> Artificial Sequence
<2205

<223> PCR primer

<400> 35

agtctcgagt gacgtcgtga'tgacccaaag tccactctce 40

<210> 36 °

<211> 31

<212> DNA

<213> Artificial Sequence
20> |
<223> PCR primef

<400> 36

gactggatcc tcattattta tcgtcategt ¢ 31

210> 37

211> 22

<212> DNA

213> Artificial Sequence
<220>

<223> PCR primer

<400> 37

cgegtaatac gactcactat ag 22

. ¢210> 38
211> 46
<212> DNA

€213> Artificial Sequence
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32/75

220>
<223> PCR primer
<400> 38

gcaattggac 6tgttttatc tcgagettgg tccceccetee gaacgt 46

¢210> 39

211> 45

<212> DNA

<213> Artificial Sequenpe
<220>

<223> PCR primer

<400> 39

gctcgagata aaacaggtcc aatigcagca gtotggacct gaact 45

<210> 40

<211> 60

<212> DNA

<213> Artificial Sequence
<220>

<223> PCR primer

<400> 40

gactggatcc tcattattta tcgtcategt ctttgtagtc tgaggagact gtgagagtgg 60

<210> 41

<211> 32

<212> DNA

<213} Artificial Sequenée
<2205
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223> PCR primer
<400> 41

gactgaattc ccaccatgaa gitgcotgtt ag 32

<2107 42

<211> 40

<212> DNA

<213> Artificial Sequence
<2200

<223> PCR primer

<400> 42

cagtotcgag tgegtggttce gacgtcgtga tgacccaaag 40 -

<210> 43

<211> 43

<212> DNA

<213> Artificial Sequence
<220>

<223> PCR primer

<400? 43

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43

210> 44

<211> 46

<212> DNA

<213> Artificial Sequence
<2200

<223> PCR primer
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<400> 44

cagtctcgag tggtggtegt ggttccgacg tcgtgatgac ccaaag 46

<210> 45

211> 49

<212> DNA |

<213> Artificial Sequence"
k220> |

<223> PCR primer

.<400> 45 |

cagtctegag tggtggtegt ggtgettoceg acgtcgtgat gacccaaagv 49 .

<2105 46

<211> 52

<212> DNA

<213> Artificial Sequence
<220>

<223> PCR primer

<400> 46

cagtctogag tggtggtggt ggtgetggtt ccgacgtegt gatgacccaa ag 52

210> 47

211> 20

<212> DNA

213> Artificial Sequence
220> .

<223> PCR primer

<400> 47



WO 02/33073 ’ . PCT/JP01/09260
35/75 ' ' "

ggocgeatgt tgtcacgaat 20

| <210> 48
<211> 780
<212> DNA
<213$ Mus
220>
<221> CDS
222> (1)... (768)
¢223> CF2HL-0/pCOS1. MABL2-scFv<HL-0
<400> 48
atg gga tgg agc tgt atc atc ctc ttc ttg gta gca aca get aca ggt gtc 51
MET Gly Trp Ser C&s Ile Ile Leu Phe Leu Val Ala Thr Ala Thr Gly Val
5 10 » 15
gac tcc cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102
Asp Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Glu Leu Val Lys Pro Gly
20 _ 25 30
bgct tca gtg aag atg tcc tgc aag got tct gga tac aéc ttc gct_aac cat 153
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His
35 - 40 45 50
gtt étt-cac.tgg gtg aag cag aag cca ggg cag géc ctt gag tgg att gga 204
" Val Ile His Trp Val Lys Gln Lys Pro Gly Gln Gly Leu Glu Trp Ile Gly |
| 55 60 65

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aég gad 255
Tyr Ile Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe‘Lyé_Asp‘

70 (I 80 85
aag gcc act ctg acf tca éac aaa tcc tce ace aca gcc tac atg gac cte 306

Lys Ala Thr Leu Thr Ser Aép Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu



WO 02/33073 ' . ‘ o - PCT/JP01/09260
' 36/75

90 ' 95 : 100

agc age ctg gee tot gag gac tct geg gtc tat tac tgt gea aga ggg get 357

Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr_Tyr Cys Ala Arg Gly Gly
105 - E 110 115

. tac tat act tac gac gac tgg ggc caa ggc acc aét ctc aca gtc tcg agt 408

_Tyr Tyr Thr Tyr Asp Asp Trp Gly Gln Giy Thr Thr Leu Thr Val Ser.Ser
120 125 - 130 135
gac gtc gfg atg acc caa agt cca ctoc tcé ctg cct gte égt ctt gga gat 459
Asp Val Val MET Thr Gln Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp
140 1w 150

caa gcc tece atc tet tge aga tca agt cag age ctt gtg cac agt aat gga 510
Gln Ala Ser Ile Ser Cys Arg Ser Ser Gln Ser Leu Val His Ser Asn_Gly
155 160 165 170

aag acc tat tta ;at tgg tac ctg cag aag cca ggc cag tct cca aaa cte 561
Lys Thr Tyr Leu His Trp Tyr Leu Gln Lys Pro Gly Gln Ser Pro Lys Leﬁ

175 | 180 185

ctg atc tac aaa gtt tcc aac cga ttt tct ggg gtc cca gac agg ttc agt 612

Leu Ile Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser
190 - 195 | 200

gegc agt gga'tca-gtg aca gat ttc aca ctc atg atc agc aga gtg gag gct 663

Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET Ile Ser Arg Val Glu Ala
205 210 215 220

gég gat ctg gga gtt tat ttc tgc tet caa agt aca cat gtt ccg tac acg 714

"Glu Asp Leu Gly Val Tyr Phe Cys Ser Gln Ser Thr Histal Pro Tyr Thr
225 230 235

ttc gga ggg ggg acc aag ctg gaa ata éaa gac tac aaa géc gat gac gat 765
Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys Asp Tyr Lys Asp Asp Asp Asp
240 . 245 250 255
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aaa taa tga gga tcc 780

Lys

<210> 49

<211> 45

<212> DNA

<213> Arfificial Sequence
<220>

<223> PCR primer

<400> 49

caagctcgag ataaaatccg gaggccaggt ccaattgecag cagtc 45

<210> 50

<211> 48

<212> DNA

<213> Artificial Sequence
<220>

<223> PCR primer

<400> 50

caagctcgag ataaaatccg gaggtggcca ggtccaattg cageagtc 48

<210> 51

<2115 51

<212> DNA

<213> Artificial Sequence
<220>

<223> PCR primer

<400> 51
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caagctcgag ataaaatccg gaggtggtgg coaggtccaa ttgeagcagt ¢ 51

<210> 52

<211> 54

<212> DNA

v<213> Artificial Sequence
<2205 | |
<223§_PCR.primer

<400> 52

caagctcgag ataaaatccg gaggiggtgg tggcoaggtc caattgcagc agtc 54

<210> 53

<Zli> 57

<212> DNA

<{213> Artificial Sequepce
<220>

223> PCR primer

<400> 53

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattge agceagte 57

<210> 54

<211> 780

<212> DNA

<213> Mus

220>

221> CDS

222> (1)... (768)

223> CF2LH-0/pC0S1. MABL2-scFv<LH-0>



WO 02/33073 ' . PCT/JP01/09260
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<{400> b4
atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tée 51
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp Ile Pro Gly Ser

agc agt gat gtt gtg étg acc caa agt cca ctc tcc ctg cct gtc agt ctt 102
Ser Ser Asp Val Val MET Thr Gln Ser Pro Leu Ser Leu Pro Val. Ser Leg
20 o2 30 |

gga gat caa gcc tce atc tet tge aga tca agt cag age ctt_gtg oéc agt 153
Gly Asp Gln Ala Ser Ile Ser Cys Arg Ser Ser Gln Ser Leu Val His Serv

35 | 40 45 50

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tot cca 204
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gln Lys Pro Gly Gln Ser Pro

55 - 60 65

aaa ctc ctg atc tac aaa gtt tcc aac cga ttt tot ggg gtc cca gac agg 256
Lys Leu Leu Ile Tyr Lys Val Ser Asn Arg Phe Ser GlyAVal Pro Asp Arg
70 15 - 80 85

ttc agt ggc agt gga tca gtg aca gat ttc aca ctc atg atc agc aga gtg 306
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET Ile SerbAfg Val

90 95 100
gag get gag gat ctg gga gtt tat ttc tge tect caa agt aca cat gtt ccg 357
Glu‘Ala Glu.Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro
105 ‘ 110 115

tac acg ttc gga ggg ggg acc aag cto gag ata aaa cég gtc caa ttg cag 408
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys Gln Val Gln Leu Gln

120 125 | 130 | 185

cag tct gga cct gaa ctg gta aagvcct ggg gct teca gfg aag atg tcc tge 459
Gln Ser Gly Pro Glﬁ Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys

140 | 145 150
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aég gect tcf gga tac acc ttc gct aac cat gtt att cac tgg gtg aag cag 510
Lys Ala Ser Gly Tyr Thr Phe .Ala Asn His Val Ile His Trp Val Lys Gln

165 160 - - 165 . 170
aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561
Lyé Pro Gly Gln Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Pro Tyr Asn Asp.

175 180 185
gegt act aag tat aét gag aag ttc aag gac aag gcc act ctg act tca gac 612
Gly Thr Lys Tyr Asn Glu Lyé_Phe Lys ASp Lys Ala Thr Leu Thr Ser Asp
190 195 200
aaa tcc tcc ace aca gcc.tac étg gac ctc agc agc ctg gec tct gag gac 663
L&s Ser Ser Thr Thr Ala Tyr MET Asﬁ Leu Ser Ser Leu Ala Ser Glu Asp
205 210 215 220
tet geg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 -
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp |
226 230 : ' 235
ggc caa gge acc act ctc aca gtc tee tea gab tac aaa gac gat gac gat 765

| Gly Gln Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp

240 245 250 255
aaa taa tga gga tcc 780 | |

Lys

<2105 55

<211> 351

<212> DNA

- <213> Human
220>

<221> CDS

€222> (1)... (351)
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<223> 12B5HV. 1-351 peptide
<400> 55
cag gtg cag ctg gtg cag tet ggg gga ggc tig gte cgg ccc gee ggg 48
Gln Val Gln Leu Val Gln Ser Gly Gly Gly Leu Val Arg Pro Gly Gly
1 5 10 : 15
tce 6tg agt ctc tec tgt gea gtc tct gga atc acc ctc agg acc tac 96
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly Ile Thr Leu Arg Thr Tyr
20 25 30 |
ggce atg cac tgg gtc cge cag gct cca ggc aag ggg ctg gag tgg gtg 144
Gly Met His Trp Val Arg Gln Ala Pro Gly Lys Gly Leu Glu Trp Val
35 40 45
gca ggt ata tcc ttt gac gga aga agt gaa tac tat gca gac tec gtg 192
Ala Gly Ile Ser Phe Asp Gly Arg Ser Glu Tyr Tyr Ala Asp Ser Val
50 . 55 _ 60

cag ggoc cga ttc acc atc tcc aga gac agt tcc aag aac acc ctg tat 240
Gln Gly Arg Phe Thr Ile Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr

65 70 75 80
ctg caa atg aac agc ctg aga gecc gag gac acg get gtg tat tac tgf 288
Leu Cln Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyxr Tyr Cys

| 85 90 _ 95
geg éga.gga‘gca cat tat ggt ttc gat atc tgg ggc caa ggg aca atg 336
Ala Arg Gly Ala His Tyr Gly Phe Asp Ile Trp Gly Gln Gly Thr Met
100 | 105 110
gtc acc gtc teg agt 3b1
Val Thr Val Ser Ser '
1156

<210> 56
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211> 57
<212> DNA
<213> Human
<220>
<221> CDS
<222> (1)... (67)
<223> reader sequence
<400> 56
atg gag ttt ggg ctg agc tgg gtt ttc ctc gtt get ctt tta aga ggt 48
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly
5 10 15
gte cag tgt : _ 57
Val.Gln Cys

210> 57

<211> 115

<212> DNA

<213> Artificial Sequence

<220>

<223> 12B5VH-1

<400> 57-

dtggagtttg ggctgagctg ggttttcete gttgetettt taagaggtgt ccagtgtcag 60

gtgcagctge tgcagtctgg gggaggettg gtccggeccg gggggteeet gagic 115

<210> 58
211> 115
- <212> DNA



WO 02/33073

<213> Artificial Sequence
220>

<223> 12B5VH-2

<400> 58

- PCT/JP01/09260

aaggatatac ctgccaccca ctccagocoe ttgeetggag cotggeggac ccagtgeatg 60

cogtéggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115

<210> 59

211> 115

212> DNA

<213> Artificial Sequence
<2205

223> 12B5VH-3

<400> 59

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggecogatt 60

caccatctoc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115

210> 60

211> 108

<212> DNA

<213§ Artificial Sequence
<220>

<223> 12B5VH-4

<400> 60

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctgt 60

cgcacagtaa tacacagccg tgtoctogge. teteaggete ttcatttg

<210> 61

108



WO 02/33073 Co _ PCT/JP01/09260
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211> 32

<212> DNA

213> Artificial Sequence
<220>

<223> 12B5VH-S, PCR primer
1<400> 61

ttcaagottc caccatggag tttgggctga gc 32

210> 62

211> 34

<212> DNA

<213> Artificial Sequence
220> |
<223> 12B5VH-A, PCR primer
<400> 62 |

ttgggatcca cteaccactc gagacggtga ccat 34

<210> 63

<211> 588

<212> DNA

<213> Human

<220>

<221> (DS

<222> (236)... (558)

<223> 1-235;intron, 236-558:.Human IgG constant region (partial)

<400> 63 | |

gaattcgtga gtggatccca agctagcttt ctggggcagg ccaggectga cettggettt - 60

ggggcaggga geggggctaag gtgaggcagg lggecgecage caggtgeaca cccaétgccc 120
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atgagcccag acactggacg ctgaaccteg cggacagtta agaacccagg ggeototgeg 180 -

ccctgggccﬁ agctetgtce cacaccgegg tcacatggea caacctctct tgea gec ’A237
| Ala
1

tcec ace aag gge cca teg gte ttc ‘ccc ctg gea cecec teec tecec aag age 285

Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro Ser Ser LysfSer

acc tct ggeg ggc aca geg gee ctg gge tge ctg gtc aag gac tac ttﬁ 333
Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu Val Lys Asp,Tyr Phe
20 25 30

ccc gaa ccg ghtg acg gtg tog tgg aac tca ggec goc ctg acc age gge - 381
Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala Leu Thr Ser Gly

35 | 40 45
gtg cac acc ttc ccg got gtc cta cag tqc tca gga ctc tac tec cte 429
Val His Thr Phe Pro Ala Val Leu Gln Ser Ser Gly Leu Tyr Ser Leu

50 55 60 65

agc agc gtg gtg acc gtg ccc tce age age ttg gge acc cag acc tac 477
Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly Thr Gln Thr Tyf

| 70 75 80
atc tgc aac gtg aat cac aag ccc age aac acc aag gtg gac aag aaa - 525
Ile Cys Asn Val Asn His Lys Pro Ser Asn Thr LYS Val Asp Lys Lys

85 ‘ 90 ‘ 95
gtt gag ccc aaa tot tgt gaé asa act cac aca . 558
Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr
l100 : 105

<210> 64
Q11> 27



WO 02/33073

<212> DNA

<213> Artificial Sequence -
220>

<223> GlCHi-S, PCR primer
<400> 64

_.tgagaattcg tgagtggatc ccaagct

<2105 65

211> 60

<212> DNA

{213> Artificial Sequence
<2205

<2235 GICH1-A, PCR primer
<400> 65

27

46/75

~ PCT/JP01/09260

aaaagatctt tatcatgtgt gagttttgtc acaagatttg ggetcaactt tcttgtccac 60

<210> 66

211> 432

<212> DNA

<213> Human

<220>

¢221> CDS

<222> (12)... (419)

<223> HEF-12B5H-g gamma. 12-419 peptide

<400> 66

aagcltccac ¢ atg gag ttt ggeg ctg agc tgg gtt ttc ctc gtt get ctt 50

Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu

1

5
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tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tot ggg gga gge 98

Leu Arg Cly Val Gln Cys Gln Val Gln Leu Val Gln Ser Gly Gly Gly
| 15 20 | 25
ttg gtc ogg ccc ggg ggg tcec ctg agt clic tec tgt gea gtc tet gga 146
Leu Val Arg Pro Gly Giy Ser Leu Ser Leu Ser Cys Ala Val Ser Gly

30 35 40 - 45
atc acc ctc agg acc tac ggd atg cac tgg gtc cge cag get cca gge 194
Ile Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gln Ala Pro Gly

50 55 . 60
aag ggg otg gag tgg gtg geca ggt ata tec ttt gac gga aga agt gaa 242
Lys Gly Leu Glu Trp Val Ala Gly Ile Ser Phe Asp Gly Arg Ser Glu . -
65 70 : 75
tac tat gca gac téc gtg cag ggc cga ttc acc atc tcc aga gac agt 290
Tyr Tyr Ala Asp Ser Val Gln Gly Arg Phe Thr Ile Ser Arg Asp Ser
80 85 90
ﬁcc aag aac acc ctg tat ctg caa atg aac agc ctg aga gecc gag gac 338
Ser Lys Asn Thr Leu Tyr Leu Gln Met Asn Ser Leu Arg Ala Glu Asp
95 100 105 |
acg gct gtg tat tac tgt gcg aga gga goa cat tat ggt ttc gat atc 386
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp Ile
1o 115 120 125
tgg ggc caa ggg aca atg gtc acc gtc tcg agt ggtgagtéga tce . 432
Trp Gly Gln Gly Thr Met Val Thr Val Ser Ser |
130 135

<210> 67
<211> 321
<212> DNA



W0 0233073 o PCT/JP01/09260
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<213> Human -
<220>
<221> CDS
<222> (1)... (321)
<223> 12B5LV. 1-321 peptide
<4005 67
gac atc cag atg ace cag tét cct tce acc ctg tet gea tet att gga 48
Asp Ile Gln Met Thr Gln Ser Pro Ser THr Leu Ser Ala Ser Ile Gly |
1 5 10 15

gac aga gtc acc atc acc tgc'égg gce age gag ggt att tat cac tgg 96

Asp Arg Val Thr Ile Thr Cys Arg Ala Ser Glu Gly Ile Tyr His Tfp
20 » 25 30

ttg écc tgg tat cag cag aag cca.ggg aaa goc cct aaa ctc'ctg atc 144‘

Leu Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 . 40 - ' 45

tat aag gcc tct agt tta geec agt ggg gdc cca tca agg ttc agc gge 192

Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser Arg Phe Sexr Gly
50 55 60

agt gga tct ggg aca gat ttc act ctc acc atc age age ctg cag cct 240
Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro »

65 ' _ 70 75 _ 80

gat gat ttt geca act tat tac tgc caa caa taf agt aat tat ccg ctc 288
Asp Asp Phe Ala Thr T?r Tyr Cys Gln Gln Tyr Ser Asn Tyr Pro Leu

85 90 9
" act ttc gge gga geg acc aag ctg gag atc aaa 321
Thr Phe Gly Gly Gly Thr Lys Leu Glu Ile Lys |
100 - | 105



WO 02/33073

49/75

<210> 68

<211> 66

<212> DNA

<213> Human

<220>

<221> CDS

222> (1)... (66)
<223> reader sequence

<400> 68

- PCT/JP01/09260

atg gac atg agg gtc ccc get cag ctc ctg ggg ctc ctg ctg ctc tgg 48

MET Asp MET  Arg Val Pro Ala Gln Leu Leu Gly Leu Leu Leu Leu Txp

5 10
ctc cca ggt gecc aaa tgt
Leu Pro Gly Ala Lys Cys'
20

210> 69

<211> 110

<212> DNA

<2i3> Artificial Sequence
<220> |

<223> 12B5VL-1

<400> 69

15
66

atggacatga gggtccccge tcagctcctg gggotcctge tgetetgget cccaggtgee 60

aaatgtgaca tccagatgac ccagtctcct tccaécctgt ctgcatctat

<210> 70
<211> 110

110



WO 02/33073

<212> DNA

<213> Artificial Sequence

<2205 |
<2235 12B5VL-2
©<400> 70 '

PCT/JP01/09260

ggagtttagg ggctttccct ggottetget gataccagge caaccagtga taaataccet 60

cgotggeceg geaggtgatg gtgactcetgt ctccaataga tgcagacagg

<210> 71
<211> 110
<212> DNA

<213> Artificial Sequence’

<220>
<223> 12B5VL-3
<400> 71

110

aagccoctaa actcctgate tataaggect ctagtttage cagtggggee ccatcaaggt 60

tcagcggcag tggatctggg acagatttca ctctcaccat cagcagectg

210> 72

<211> 103

<212> DNA

<213> Artificial Sequence
<220>

<223> 12B5VL-4

<400> 72

110

tttgatctee agettggtcc ctoogecgaa agtgagegga taattactat attgttggeca 60

gtaataagtt gcaaaatcat caggctgeag getgotgatg gtg

103



WO 02/33073

51/75

<210> 73

211> 32

<212> DNA

<213> Artificial Sequence -
<220>

<223§ 12B5VL-S, PCR primer
<400> 73 |

ttcaagcttc caccatggac atgagggtcc cc

210> 74

<211> 35

<212> DNA

<213> Artificial Sequence
<220>

<223> 12B5VL-A, PCR primer
<400> 74

32

tetaggatcc actcacgttt gatctccage ttggt 35

(2105 75

211> 415

<212> DNA

{213> Human

220>

<221> CDS

<222> (12)... (398)

<223> HEF-12B5H-g kappa. 12-398 peptide

<400> 75.-

- PCT/JP01/09260

aagcttccac ¢ atg gac atg agg gtc ccc get cag cte ctg gegg ctec ctg 50




WO 02/33073 . - PCT/JP01/09260
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: Mét Asp Met Arg Val Pro Ala Gln Leu Leu Gly Leu Leu
1 b | 10
ctg ctc tgg ctc cca ggt gec aaa tgt gac atc cag atg acc cag tct. 98
Leu Leu Trp Leu Pro Gly Ala Lys Cys Asp Ile Gln Met Thr Gln Ser
15 ' 20 25
b.cot tcc acc ctg tot geca tet att gga gac'aga gtc acc atc acc tge 146
Pro Ser Thr Leu Ser Ala Sér Ile Gly Asp Arg Val Thr Ile Thr Cys
% . 3 40 | 45
Ccgg goce agé gag ggt att_tat cac tgg ttg goc tgg tat cag cag aag 194
~ Arg Ala Ser Glu Gly Ile Tyr His Trp Leu Ala Trp Tyr Gln Gln Lys
50 , 55 60
cca ggg aaa goc cct aaa ctc ctg atc tat aag gecc tot agt tta goc 242
Pro Cly Lys Ala Pro Lys Leu Leu‘Ile Tyr Lys Ala Ser Ser Leu Ala
65 70 _ : 75
agt ggg gcec cca tca agg ttc age gge agt gga tct ggg aca gat tte 290
Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gl& Ser Gly Thr Asp Phe
80 : 85 90
act ctc acc atc agc agc ctg cag cct gat gat ttt gca act tat tac 338
Thr Leu Thr Ile Ser Ser Leu Gln Pro Asp Asp Phe Ala Thr Tyr Tyr
95 ' 100 - 1056

tgc caa caa tat agt aat tat cocg ctc act ttc ggc gga ggg acc aag 386
Cys Gln Gln Tyr Ser Asn Tyr Pro Leu Thr Phé Gly Gly Gly Thxr Lys
110 115 120 125
ctg gag atc aaa cgtgagtgga tcctaga | - 415
Leu Glu Ile Lys

<210> 76
211> 24
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<212> DNA
213> Arfificial Sequence
{220>
<223> FLAG tag sequence
<400> 76
gac fac aag gat gac gac gat aég 24
Asp Tyr Lys Asp Asp Asp Asb Lys
S

<210> 77

211> 31

<212> DNA

<213> Artificial Sequence
<220>

<223> 12B5-S, PCR primer
<400> 77

atagaattcc accatggagt ttgggetgag ¢ 31

<210> 78

211> 24

<212> DNA

<213> Artificial Sequence
<2205 |
<223> HuVHJ3, PCR primer
<400> 78

tgaagagacg gtgaccattg tccc 24

<210> 79



WO 02/33073

54/75

<211> 28 .

{212> DNA

{213> Artificial Sequence
220>

<223> RhuJH3, PCR primer
<4005 79

ggadaatggt caccgtetet tcaggtgg 28

<2105 80

- <211> 32

<212> DNA

<213> Artificial Sequence
<2205

<223> RhuVK1, PCR primer
<400> 80 |

ggagactggg tcatctggat giccgatceg ce

<210> 81

211> 23

<212> DNA

<213> Artificial Sequence
220>

<223> HuVK1. 2, PCR primer
<400> 81

' gacatccaga tgacccagtc tce 23

<210> 82
<211> 59

32

PCT/JP01/09260
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<212> DNA

<213> Artificial Sequence
<2205

<223> 12B5F-A, PCR primer
<400> 82 '

attgeggeeg cttatcactt atcgtcgfca tcettgtagt cttigateic cagcttggt 59

<210> 83
211> 45
<212> DNA
<213> Artificial Sequence
<220>
<223> Linker aminb acid sequence and nucleotide sequence
<400> 83 A
get get get get tcg get ggt ggt get tcg get ggt gec éga tcg 45
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser
5 10 : 15

<210> 84

11> 823

<212> DNA

<213> Human

220>

<221> CDS

<222> (12)...(809) _
{223> sc12B5, Single chain Fv
<400> 84

aagcttccac ¢ atg gag ttt ggeg ctg age tgg gtt ttc cte gtt get ctt 50
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: Mét Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu
1 5 | 10
tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga égc. 98
Leu Arg Gly Val Gln Cys Gln Val Gln Leu Val Gln Ser Gly Gly Gly
15 ’ 20 25
_.ttg gtc cgg ccc ggg ggg tee ctg agt cte tec tgt gca étc tet gga 146
Leu Val Arg Pro Gly Gly Sér Leu Ser Leu Ser Cys Ala Val Ser Gly
S 3B 40 | 45
atc acc ctb agg acc tac_ggc atg cac tgg gtc cge cag get cca gge 194
Ile Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gln Ala Pro Gly
50 . bb 60
aag ggg ctg gag tgg gtg gea ggt ata tcc ttt gac gga aga agt gaa 242
Lys Cly Leu Glu Txp Val Ala Gly'Ile Sexr Phe Asp Gly Arg Ser Glu
| 65 0 75
tac tat gca gac tcc gtg cag gge cga tfc acc atc tcc aga gac agt 290 '
Tyr Tyr Ala Asp Ser Val Gln Gly Axg Phe Thf Ile Ser Arg Asp Ser
80 4 85 90 |
tcc aag aac acc ctg tat ctg caa atg aac agc ctg aga gcc gag gac .338
Ser Lys Asn Thr Leu Tyr Leu Gln Met Asn Ser Leu Arg Ala Glu Asp
95 : 100 : 106
acg get gtg tat tac tgt geg aga gga geca cat tat ggt tte gat atc 386
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala Hié Tyr Gly Phe Asp Ile
110 115 | 120 125
tgé.ggc caa ggg aca atg gtc acc gtc tcg agt ggt ggt ggf ggt teg 434
Trp Gly Gln Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser
130 135 140
get ggt ggt ggt tcg ggt.ggt gge gga tcg gac atc cag atg acc cag 482
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Ile Gln Met Thr‘Gln
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- 145 . 160 155

tct cet tec ace ctg tct gca tct att gga gac aga gtc acc atc ace 530
Ser Pro Ser Thr Leu Ser Ala Ser Ile Gly Asp Arg Val Thr Ile Thr .

160 165 170 |
tgc cgg gec age gag égt att tat cac tgg ttg gec tgg tat cag cag 578
Cys Arg Ala Ser Glu Gly Ile Tyr His Trp Leu Ala Trp Tyr Gln'Gln

175 | 180 185
aag cca ggg aaa gcc cct aaa ctc ctg atc tat aag gec tct agt tta 626
Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile Tyr Lys Ala Ser Ser Leu
190 , 195 200 ' 205
gce agt gegg gec cca tca agg ttec age gge agt gga tet ggg aca gat - 674
Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp
210 215 220
ttc act ctc acc atc agec agc ctg cag cct gat gat ttt goa act tat 722
Phe Thr Leu Thr Ile Ser Ser Léu Gln Pro Asp Asp Phe Ala Thr Tyr
225 - 230 235

TAC TGC CAA CAA TAT AGT AAT TAT CCG CTC ACT TTC GGC GGA GGG ACC 770
Tyr Cys Gln Gln Tyr Ser Asn Tyr Pro Leu Thr Phe Giy Gly Gly Tﬁr

240 - 245 , 250
aag_ctg gag ‘atc aaa gac tac aag gat gac gac gat aag_tgatéagcgg ¢ 820
Lys Leu Glu.Ile Lys Asp Tyr Lys Asp Asp Asp Aép Lys

255 260 ' 265

cge g ' | : ' 823

<210> 85
11> 114
<212> PRT
<213> Human
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<400> 85
Gln Val Gln Leu Gln Gln Ser Gly Pro Gly Leu Val Lys Pro Ser Glu
1 ’ 5 ; 10 ' 15
- Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Asp Ser Ile Ser Ser Tyr
| 20 25 ' 30
Tyr Trp Ser Trp lIle Arg Gln Pro Pro Gly Lys Gly Leu Glu Trp Ile
35 - 40 | 45.
Gly Tyr Ile Tyr Tyr Ser‘Gly Ser Thr Asn Tyr Asn Pro Ser Leu Lys
50 - 55 80
Ser Arg Val Thr Ile Ser Val Asp Thr Ser Lys Ser Gln Phe Ser Leu
65 70 75 80
Lys Leu Ser Ser Val Thr Ala Ala.Asp Thr Ala Val Tyr Tyr Cys Ala
85 90 95
Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg Gly Thr Met Val Thr Val
100 105 110

Ser Ser

<210> 86
<211> 342
<212> DNA
<213> Human

<400> 86

caggtgcage tgcagcagtc gggeccagga ctggtgaage cticggagac cctgtcocte 60
acctgeactg tctqtggtga ctccatcagt agttactact ggagctggat tcggeagece 120
ccagggaagg gactggagtg gattgggtat atctattaca gtgggagcac caactacaac 180

cccteccteca agagtcogagt caccatatca gtagacacgt ccaagagcca gtictcectg 240
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aagctgaget ctgtgaccge cgcagacacg gecgtgtatt actgtgegag agggcggtac 300

ttegatgtet ggggccgtgg caccatggte actgtctect ca ‘ 342

<210> 87
<211> 57
<212$ DNA
<213> Human
<220>
<221> CDS
222> (1)... (57)
223> reader sequence
<308> GenBank No. AF062252
<400> 87 |
atg aaa cat ctg tgg ttc ttc ctt ctc ctg gtg gca got ccc aga tgg 48
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg Trp
1 5 10 | 15
gte ctg tecc : 57
Val Leu Ser |

<210> 88

<211> 110

<212> DNA

213> Artificial Sequence

220> »

<223> 12E10VH1

<400> 88

atgaaacatc tgtggttoft ccttectectg gtggcagetc ccagatgeggt cctgtecccag 60

gtgcagetge agcagteggg cccaggactg gtgaagectt cggagaccet : 110
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<210> 89

211> 110

<212> DNA

<213> Artificial Sequence

<2205

<223> 12E10VH2

<400> 89 |

acccaatcca ctccagtecoc ticoctggge gotgecgaat ccageotccag tagtaactac 60

tgatggagtc accagagaca gtgcaggtga gggacagggt ctccgaagge 110

<210> 90

<211§ 110

<212> DNA .

<213> Artificial Sequence

<220>

<223> 12E10VH3

<400> 90 )

tggagteggat tgggtatatc tattacagtg ggagocaccaa ctacaacccc tccctcaaga 60

gtcgagtcac catatcagta gacécgtcca agagccagtt ctccctgaag . 110

210> 91

211> 114

<212> DNA

- <213> Artificial Sequence
220>

<223> 12E10VH4

<400> 91
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tgaggagaca gtgaccatgg tgccacggcc ccagacatcg aagtaccgec ctctcgoaca 60

gtaétacacg gecgtetotg cggeggtecac agagoctcage ttcagggaga actg 114

<210> 92

<211> 32

<212§ DNA
<213>vArtificial'Sequence
<220>

<223> 12E10VHS, PCR primer
<400> 92

ttcaagcttec caccatgaaa catctgtggt te 32

<210> 93

211> 34

<212> DNA

<213> Artificial Sequence
<220>

<223> 12E10VHA, PCR primer
<400> 93

ttgggatcca ctcacctgag gagacagtga ccat 34

<210> 94

211> 426

<212> DNA

<213> Mus

<220>

<221> CDS

<222> (12)... (417)
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<223 12E10H, H chain V region

<400> 94

aagcttccac ¢ atg aaa cat ctg tgg ttc ttc ctt ctc ctg gtg geca get 50

Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala
1 5 10 |
‘ccc aga tgg gtg ctg tcc cag gtg cag qtg'oag cag tcg ggc cca gga 98
Pro Arg Trp Val Leu Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Gly
5 20 | 25

ctg gtg aag cct tcg gag acc ctg tcc ctc acc tge act gtc tct ggt 146

Leu Val Lys Pro Ser GluAThr Leu Ser Leu Thr Cys Thr Val Ser Gly

30 ~ 35 | 40 45
gac tcc atc agt agt tac tac tgg age tgg att cgg cag ccc cca ggg 194
Asp Ser Ile Ser Ser Tyr_Tyr Trp Ser Trp Ile Arg Gln Pro Pro Gly

50 55 : 60
aag gga ctg gag fgg att ggg tat atc tat tac agt ggg agc acc aac 242 -
Lys Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Tyr Ser Gly Ser Thr Asn
65 70 75
tac‘aac ccc tec ctc aag agh cga gtc acc ata tca gta gac acg tce 290
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr Ile Ser Val Asp Thr Ser
80 : 85 . 90
éag agc'cag ttc tcc ctg aag ctg age tot gtg acc goc goa gac acg 338
Lys Ser Gln Phe Ser Leq Lys Leu Ser Ser Vai Thr Ala Ala Asp Thr
95 - 100 105 .

gee gtg tat tac tgt geg aga ggg cgg tac ttc gat gte tgg gec cgt 386
- Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg
110 115 120 | 125
gge acc atg gtc.act gtc.tcc tca ggtgagtgga tcccaa 426
Gly Thr Met Val Thr Val Ser Ser
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130

<210> 95

<211> 110
<212> PRT
<213> Mus

<400> 95
Ser Tyr Val Leu Thr Gln Pro Pro Ser Val Ser Gly Ser Pro Gly Gln
1 5 10 ‘ 15
Ser Tle Thr Ile Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr .
20 25 _ 30
Asn Tyr Val Ser Trp Tyr Gln Gln His Pro Gly Lys Ala Pro Lys Leu
35 40 ‘ 45 '
Met Ile Tyr Glu Gly Ser Lys Arg Pro_Ser Gly Val'Ser.Asn Arg Phe
50 . 55 : 60
Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr Ile Ser Gly Leu
65 70 ' 75 ' 80
Gln Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg
85 30 - 95
Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu
100 : 105 110

210> 96
<211> 330
<212> DNA
<213> Mus



- tctaatcget

WO 02/33073

<400> 96 .
tcctatgtge tgactcagec
tcctgoactg gaaccageoag
cacccaggca aagcccccaa
tototggote
_éaggctgagg acgaggctga
ttcggcggag ggaccaaget
<210> 97

<211> 57

<212> DNA

<213> Human

<220>

<221> CDS

2225 (1)... (67
<223> reader sequence
<310>

<400> 97

64/75

acccteggte tcagggtétc
tgacgttget ggttataact
actcatgatt tatgagggca
caagtctgge aacacggoct
ttattactge agctgafata

gaccgiccta

~ PCT/JP01/09260

ctggacagtc gatcaccatc
atgtctcctg gtaccaacag
gtaéacggcc cfoaggggtt
coctgaccat ctetgggete

caaccagaag cactcgggtg

atg gco tgg acc gtt ctc ctec cte gge ctec ctec tet cac tge aca gge

Met Ala Trp Thy -Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly

1 5
tct gtg acc

Ser Val Thr

- <210> 98
<211> 110 -
<212> DNA

10

213> Artificial Sequence

16

60

48

o7

120
180
240
300

330



WO 02/33073 ' . PCT/JP01/09260
65/75 o '

<2207

{223> 12E10VL1, PCR primer

<400> 98 | 4

atggootgga cogttetoct coteggecte ctetotcact geacaggete tgtgaccteo 60

tatgtgectga ctcagecace cteggtgtca gggtectectg gacagtcgat _ 110

<210> 99

211> 62

<212> DNA

<213> Artificial Sequence

<220>

<223> 12E10VL2,  PCR primer

<400> 99 | |
tcatgagttt gggggctttg cctgggtget gttggtacca ggagacatag ttataaccac 60

caacgtcact getggttcca gtgecaggaga tggtgatcga ctgtccagga 110

<210> 100

211> 110

<212>.DNA

213> Artificial Sequence

220> | |

'<223> 12E10VL3, PCR primer

<400> 100 '

cccccaaact catgatttat gagggcagta aacggecctc aggggtttct aatcgettet 60

ctggetccaa gtetggeaac acggectece tgaccatcte tgggctcocag _ _ 110

(210> 101
211> 102
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<212> DNA

213> Artificial Sequence

<220>

<223> 12E10VL4, PCR primer

<400>- 101

_.taggacggtc agcttggtee ctccgccgaé cacccgagtg cttctggtfg tatatgaget 60

gcagtaataa tcagcctégt cctcagectg gageccagag at ' _ 102

<210> 102

<211> 31

<212> DNA

<213> Artificial Sequence
<220> _

<223> 12E10VLS, PCR primer
<400> 102

atcaagcttc caccatggee tggaccgtic t 31

<2105 103

211> 36

<212> DNA

(213> Artificial Sequence
<2205 A
¢223> 12E10VLA, PCR primer
<400> 103

ctaggatccg ggotgaccta ggacggtcag cttggt 36

<210> 104
<211> 387
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<212> DNA
213> Mﬁs
<220>
<221> CDS
222> (1)... (387)
<223> 12E10L, L chain V region
<3105
<400> 104
atg gcc tgg acc gtt ctc cte cte gge ctec ctc tet cac tge aca gge 48
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly
1 : 5 | 10 15
tet gtg acc tec tat gtg ctg act cag cca ccc tcg gtg tca ggg tet 96
Ser Val Thr Ser Tyr Val Leu Thr Gln Pro Pro Ser Val Ser Gly Ser
20 25 - 30
cct gga cag tcg atc acc atec tce tge act gga acc age égt gac gtt 144
Pio Gly Gln Ser Ile Thr Ile Ser Cys Thr Gly Thr Ser Ser Asp Val
35 40 45
ggt ggt tat aac tat gtc tcc tgg tac caa cag cac ccé ggc aaa gcé 192
Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gln Gln His Pro Gly Lys Ala
50 55 60 |
ccc aaa ctc étg att tat gag ggc agt aaa cgg ccé tca gegg gtt tot 240
Pro Lys Leu Met Ile Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser
65 70 75 o 80
aat cgc ttc tet gge tcc aag tet gge aac acg goc tecc otg acc atc 288
Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala Sexr Leu Thr Ile ..
85 90 95
tct ggg ctc cag gct gag gac gag get gat tat tac tgec age tca tat 336
Ser. Gly Leu Gln Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser‘Ser Tyr
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1100 105
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110

Aca acc aga agc act cgg gtg ttc ggc gga ggg acc aag ctg acc gtc 384

Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val

115 120
cta .

Leu

<210> 105

<211> 24

<212> DNA

<213> Artificial Sequence

<220> |

<221> CDS

222> (1)... (24)

<223> FLAG, reader sequence

- <400> 105 |

gac tac aag gat gac gac gat aag 24

Asp Tyr Lys Asp Asp Asp Asp Lys

<210> 106

<211> 30

<212> DNA _
213> Artificial Sequence
<2205

<223> 12E10S, PCR primer
<400> 106.

tatgaattce accatgaaac atctgtggtt 30

126

387
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<210> 107

<211> 38

<212> DNA

<213> Artificial Sequence -
<220>

<223> DB2, PCR primer
<400> '107

taggagctac cgoctccace tgaggagaca gtgaccat 38

<210> 108

211> 44 |

<212> DNA

<213> Artificial Sequence
<220>

<223> DB1, PCR primer
<400> 108

gtotcctcag gtggaggege tagetcctat gtgetgacte agee 44

<210> 109

<211> 59

<212> DNA

<213> Artificial Sequence
<220>

<223> 12E10FA, PCR primer
<400> 109

. PCT/JP01/09260

attgcggecg cttatcactt atcgtcgtca tecttgtagt ctaggacggt cagcttggt 59

<210> 110
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<211> 792
‘<212> DNA

<213> Artificial Sequence

<220> |

<221> CDS
- <222> (11)... (778)
<223> 12E10, Single chain Fv
<4005 110 N
gaattccacc atg aaa cat ctg tgg ttc ttc ctt ctc otg gtg gea got 49

Met Lys His-Leu Trp Phe Phe Leu Leu Leu Val Ala Ala
1 5 10
ccc aga tgg gtc ctg tcc cag gtg cag ctg cag cag tcg gge coa gga 97
Pro'Arg Trp Val Leu Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Gly
15 20 25
ctg gtg aag cct.tcg gag acc ctg tcc ctc acc tge act gte tet ggt 145
Leu Val Lys Pro Ser Giu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly
30 _ 35 40 45
gac tcc atc agt agt tac tac tgg age tgg att cgg cag cce cca ggg' 193
Asp Ser Ile Ser Ser Tyr Tyr Trp>Ser Trp Iie Arg Gln Pro Pro Gly
50 A 55 _ 60
aag gga ctg gag tgg att ggg tat atc tat tac agt ggg agc acc aac 241
Lys Gly Leu Glu Txp Ile Gly Tyr Ile Tyr T?r Ser Gly Ser Thr Asn
65 70 - 75
tac aac ccc teoc cte aag agt cga gtc acc ata tca gta gac acg tec 289
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr Ile Ser Val Asp Thr Ser
80 85 | 90

aag agc cag ttc tcc cté aag ctg agc tct gtg acc gec gea gac acg 337
Lys Ser Gln Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr
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95 100 1056
. gee gtg.tat tac tgt geg aga ggg cgg tac ttc gat gitc tgg gge cgt 385
| Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg
110 . 115 - 120 _ 126
gge acc atg gte act‘gtc tce tea ggt gga ggc ggt age tcc tat gtg 433
Gly'Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Ser Tyf Val
1130 ' 135 140

ctg act cag cca ccc teg gtg tca ggg tct cct gga cag tcg atc écc 481
Leu Thr Gln Pro Pro Ser Val Ser Gly Ser Pro Gly Gln Ser Ile Thr

- 145 150 155
atc tcc tgc act gga adc age agt gac gtt ggt ggt tat aac tat gtc - 529
Ile Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val

160 ’ 165 ‘ 170
tcc tgg tac caa cag cac cca ggc aaa goc cce aaa cte atg att tat 577
Ser Trp Tyr Gln Gln His Pro Gly Lys Ala Pro Lys Leu Met Ile Tyr
175 180 - 185
gag ggc agt aaa cgg ccc tca ggg gtt tet aat cge ttc tet gge toe 625
" Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe Ser Gly Sér
190 195 200 205
aag tct égc-aac acg gcc tcc ctg acc atc tct ggg ctc cag get gag 673
Lys Ser Gly Asn Thr Ala Ser Leu Thr Ile Ser Gly Leu Gln Ala Glu

210 - 215 220
gac gég get gat tat tac tge age tea taf aca acc éga agc act cgg 721
Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg Ser Thr Afg
225 230 235 - _

gtg ttc ggc gga ggg acc aag ctg acc gtc cta gac tac aag gat gac 769
Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp

240 245 - 250



WO 02/33073 | -  PCT/JP01/09260
72/75

gac gat aag tgataagcgg ccge : 792
Asp Asp Lys
255

<210> 111

<211> 62

<212> DNA

213> Arfificial Sequence

220>

<223 scd. 3, PCR primer‘

<400> 111

ggtggotgag tcagcacata ggacgatceg ccaccacccg aaccaccacce acccgaacga 60

cc. ' 62

<210> 112

<211> 61

<212> DNA

{213> Artificial Sequence

<220>

{223> scl. 3, PCR primer

<400> 112 - '

gcaccatggt cactgtctce tcaggtgetg gtggttcggg tggtggtegt tcegggtggtg 60
. ’ ‘ 61

- <210> 113
<211> 822
<212> DNA
'<213>‘Artificial Sequence
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<220>
<221> CDS
<222> (11)... (807)
223> scl2E10, Single chain Fv
<400> 113
gaaftccacc atg aaa cat ctg tgg ttc ttc ctt ctc ctg gtg gca’gct 49
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala
1 5 10 |

ccc aga tgg gtc ctg tcc cag gtg cag ctg cag cag tcg gge cca gga 97
Pro Arg Trp Val Leu Ser Gln Val Gln Leu Gln Gln Ser Gly Pro Gly

15 20 ‘ 25
ctg gtg aag cct tcg gag acc otg toc ctc ace tge act gtec tet ggt 145
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly

30 35 _ 40 45
gac tcc atc agt agt tac tac tgg agec tgg att cgg cag-ccc cca ggg 193
Asp Ser Ile Ser Ser Tyr Tyr Trp Ser Trp Ile Arg Gln Pro Pro Gly
50 55 60
- aag gga ctg gag tgg att ggg tat atc tat tac agt ggg agec acc aac 241
Lys.Gly Leu Glu Trp Ile Gly Tyr Ile Tyr Tyr Ser Gly Ser Thr Asn
65 70 | , 75

tac.aac ccc tec ctc aag agt cga gtc acc ata fca gta gac acg tcc 289
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr Ile Ser Val Asp Thr Ser

- 80 ‘ 85 90
aag agc cag ttc tecc ctg aag ctg agec tot gtg acc gec gea gac acg 337
Lys Ser Gln Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr

95 100 105 |
gee gtg tat tac tgf geg aga ggg cgg tac ttc gat gtc tgg gge cgt 385
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg
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110 ', ' 115 120 125
ggc acc atg gtc act gtc tcc tca ggt ggt'ggt ggt tgg ggt gegt ggt 433
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly
| 130 | 135 | 140
gét,tcg ggt ggt ggec gga tocg tecc tat gtg ctg act cag cca ccc teg 481
~ Gly Ser Gly Gly Gly Gly Ser Ser Tyr Val Leu Thr Gln Pro Pro Ser
45 150 1155

gtg tcaiggg tct cct gga cag tecg atc acc atc tcc tgd act gea acc 529
Val Ser Gly Ser Pro Gly Gln Ser Ile Thr Ile Ser Cys Thr Gly Thr

160 165 170
agc agt gac gtt ggt ggt tat aac tat gtc tcc tgg tac caa cag cac 577
Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gln Gln His

175 180 185
cca ggc aaa gcé ccc aaa ctc atg att tat gag ggc agt aaa cgg ccc 625
Pro Gly Lys Ala.Pro Lys Leu Met Ile Tyr Glu Gly Ser Lys -Arg Pro
190 195 200 205
tca ggg gtt tct aat cge tte tet ggc'tcc aag tct ggc aac acg gecc 673
Ser Gly Val Ser Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala
210 s 220
tce ctg acc ate tet ggg ctc cag get gag gac gag get gat tat_tao' 721
Ser Leu'Thr_Ile.Ser Gly Leu Gln Ala Glu Asp Glu Ala Asp Tyr Tyr
225 230 | 235

tgc agc tca tat aca acc aga agc act cgg gtg ttc ggc gga ggg acc 769
Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr

240 - 245 250
aag ctg acc gtc cta gac tac aag gat.gac gac gat aag tgataagcgg 818
Lys Leu Thr Valeeu Asb Tyr Lys Asp Asp Asp Asp Lys

255 260 265
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